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INTERNATIONAL ISOCYANATE INSTITUTE, INC.
119 CHERRY H!'LL ROAD
PARSIPPANY, NEW JERSEY 07054
TELEPHONE: (201) 263-7517 .

FAX (201) 263-8739 m, //f& = / //é M TELEX. 383600

November 8, 1990
Certified Mail
Receipt Requested

Document Processing Center (TS-720)
Office of Toxic Substances % q / Dm 3 Z

U.S. Environmental Protection Agency i
401 M Street, SW ‘ l
Washington, D.C. 20460 ' il

8091600800832

Attn: 8(e) Coordinator

Dear Sir/Madam:

The International Isocyanate Institute Inc. (IfI) is currently sponsoring a study
on the Metabolic Fate of 14C-Toluene-2,4-Diisocyanate in Fischer 344 Rats
(AM-AB-62). The stndy is being conducted at The Dow Cnemical Company,
Mammalian and Environmental Toxicology Research Laboratory.

Details of the Study:

This study was initiated to define the metabolic profile following exposure of
rats to toluene-2,4-diisocyanate (TDI) by the oral and inhalation routes.

Groups of male rats were given a 60 mg/kg oral dose of 1¥C-TDI in a corn oil
vehicle or exposed to a target concentration of 2 ppm 14C-TDI for 4 hours in a
head-only inhalation chamber. Urine was collected and analyzed for toluene-
2,4-diamine (TDA), monoacetylated-TDA and diacetylated-TDA.

Foliowiiig the 14C-TDI oral dose, TDA, monoacetylated-TDA and diacetylated-
TDA were found ‘n the urine. In additior;, the monoacetylated-TDA and
diacetylated-TDA. were detected in the urine following inhalation exposure.
No free TDA was detected following inhalation.
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These results support the findings of Rosenberg and Savoiainen (1985) who
detected conjugated TDA in the urine of rats following percutanecus
exposure to TDI. Additionally, these results were consistent with those
reported by Sandstrom et al (1989) who were able to quantify TDA in the
hydrolyzed u: ine of a TDI exposed worker.

These findings will be communicated to our member companies.

References:

1.  Rosenberg, C., and Savolainen, H. (1985). Detection of urinary amine
metabolites in toluene diisocyanate exposed rats. ]. of Chromatography,
323: 429-433.

Sandstrom, J.F., Skarping, G., and Dalene, M. (1989). Chromatographic
determination of amines in biological fluids with special reference to the
biological monitoring of isocyanates and amines. II. Determination of
2,4- and 2,6-toluenediamine using glass capillary gas chromatography
and selected ion monitoring. ]. of Chromatography, 479: 135-143.

Sincerely yours,

R

irector
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UNI!TED STATES ENVIRONMENTAL PROTECTION AGENCY
WASHINGTON, D.C. 20460

OFFICE OF
PESTICIDUIS AND TOXIC SUBSTANCES

R. K. Rigger CERTIFIED MAIL
Managing Director

International Isocyanate Institute, Inc.
119 Cherry Hill Road

Parsippany, New Jersey 07054

Cear Sir:

With regard to:

TSCA Section 8(e) submission on: Toluene-2.4-diisocvanate (TDI)

Submitted by: International Isocyanate Institute, Inc,
Date submitted: November 8, 1990

EPA Document Control Number: 8EHQ-1190-1116

EPA's Office »f Toxic Substances (OTS) has completed a preliminary
review of the above referenced information submitted to the Agency
under Section 8(e), the "substantial risk" information reporting
provision of the Toxic Substances Control Act (TSCA).

Please refer to the enclosure entitled "EPA Information Requests"
for specific questions concerning the above referenced Section 8(e)
submission.

Should you hava any technical questions about this letter, please
call Ms. Judith M. Loranger of the Chemical Screening Branch/ECAD
at (202) 382-2281. Any questions that you may have regarding TSCA
Section 8(2) policy should be directed to Mr. David R. Williams at
(202) 382-3468.

The Agency lowoks forward to continued cooperation with your company
in its ongoing ef{orts to evaluate and minimize the potential risks
posed by chemicz2l substances to health or the environment.

Sincerely,

7 lan

Jé¥mes F. Darr, Section Head
Chemical Risk Identification
Section/CSB/ECAD/OTS TS-778
Enclosure




EPA INFORMATION REQUESTS

With regard to SEHQ-1190-1116, EPA:

is not asking for any additional technical information at
this time, but may do so in the future.

requests that you ensure that EPA receives a full copy of
the final report (including the actual experimental
protocol, results of gross/histopathologic examinations
(where applicable), data, results of any statistical
analyses, etc.) from each study, the summarized or
preliminary results of which were presented in the
submission.

requests that you describe the actions that your company
has taken or plans to take on a voluntary basis to:

(X]) notify (X] workers, [ ] others and/or [ ]
about the reported findings,

(X]) reduce and/or eliminate exposure to the subject
chemical(s).

requests that you provide complete copies of Material
Safety Data Sheets and labels that have been revised to
reflect the reported findings.

requests .hat ynru describe (by way of short summaries)
the nature and resuvlts, if available, of all studies
(other than those submitted already to EPA or those cited
in the published scientific literature) about which your
company is aware or that your company has conducted, is
conducting or plans to conduct that are designed to
determine the toxicity of or the exposure to the subject
chemicali(s).

requests that you provide substantiation for any TSCA
Confidential Business Information (TSCA CBI) claim(s)
asserted for this TSCA Section 8(e) notice by responding
in full to the questions posed in the attachment entitled
"Support Information for Confidentiality Claims."

Other:

All information requested herein should be transmitted to the OTS
Document Processing Center at the address provided on the next page
within 20 working days of your receipt of this EPA mailing; with
the exception of responses to TSCA CBI substantiation requests,
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which are discussed further below, any requested information or
supplemental information that is not yet available but becomes
available following your response to this mailing should be sent. to
EPA immediately upon your company's receipt of such informaticn.

OTS Document Processing Cernter (TS-790)
(Attn: Section 8(e) Coordinator)
Office of Toxic Substances

U.S. Environmental Protection Agency
401 "M" Street, S.W.

Washington, D.C. 20460

In responding to any EPA requests for information, or in otherwise
communicating with the Agency about this Section 8(e) file, plezse
refer to the EPA Document Control Number that has been assigned to
this file.

As is the case for initial TSCA Section 8(e) submissicons, all
responses/correspondence will be placed in the OTS public files
unless confidentiality is claimed in accordance with the procedures
outlined in ) Part X of EPA's March 16, 1978 Section 8(e) policy
statement ("Statement of Interpretation and Enforcement Policy;
Notificaticn of Substantial Risk" 43 FR 11110), and 2) 40 CFR
Chapter 1, Section 2.203 et seqg, and 41 FR 36902, September 1, 1976
as amended at 43 FR 40000, September 8, 1978 and 50 FR 51661,
December 18, 1985. In the event that a claim for confidentiality
is made on all or part of the provided information, said informa-
tion will only be released by EPA to the extent, and by means of
the procedures, set forth in the cited regulations.

If you have been asked to provide full substantiation for TSCA Crl
claims under EPA Information Request No. 6 on the preceding page,
you are advised that pursuant to 40 CFR, Chapter 1, Section 2.204
et seqg., EPA is determining whether the information in your 71SCA
Section 8(e) filing is entitled to confidential treatmernt. You
must file within 20 working days a2 full written response to each
question posed in the attached item entitled “Support Information
fcr Confidentiality Claims." Requested information provided by you
which is claimed confidential shall not be disclosed by EPA except
in the manner provided by 40 CFR Chapter 1, Section 2.205(c¢).

If ycu need an extension of time in which to answer the questions
posed in the attachmen*, please direct a written request to the
above address prior to the date on which answers are due to EPA.

If you do not respond to these substantiation questions or do not
request an extension within the time period provided, the Agency
will construe your failure to respond or to request an extension as
a waiver of your confidentiality claim(s).

Attachment




DATE 12/06/90 Page 1 of 1
8(e) Submission Summary

SUBMISSION NUMBER: 8EHQ-1190-1116 INIT SEQ:},
SUBMISSTON DATED: November 8, 1990

SUBMITTER NRME: International Isocyanate Ins*itute nc.
CHEMICAL NAME (CAS #): Toluene-2.4-diisocyanate (TDI) (584-84-9)

STUDY DESIGN AND RESULTS

Metabolic Frnte of "c-Tolgeno-z.A-Diigggxgggsg in Fischer 344 Rats

osage[routegg ;ation, Groups of male rats were given a 60 mg/kg

oral duse of C-TDI 1n a corn oil vehicle or exposed to a target
concentration of 2 ppm “c-TDI for 4 hours in a head-only inhalation

chamber. Urine was collec*ed and analyzed for toluene-2,4-diamine
(TDA) , monoacetylated-TDA and diacetylated-TDA.

RESULTS :

. Following the “C-TDI oral dose, TDA, monoacetylated-TDA and
diacetylated-TDA were found in the urine.
In addition, the monoacetylated--TDA and diacetylated-TDA were
detected in the urine following inhalation exposure.
No free TDA was detected following inhalation.
These results support the findings of Rosenberg and Savolainen
(1985) who detected conjugated TDA in the urine of rats
following percutaneous exposure to TDI. Additiconally, these
results were consistent with those reported by Sandstrom et al
(1989) who were able to gquantify TDA in the hydrolyzed urine
of a "DI-exposed worker.

VOLUNTA
X OTHERS NOTIFICATION
.. EXPOSURE REDUCTION

_ MSN3/LABELS CHANGED (results in current M8DS)

X GTHER
communicated to their member companies.
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INTERNATIONAL ISOCYANATE INSTITUTE, INC.
119 CHERRY HILL ROAD

\ | & PARSIPPANY, NEW JERSEY 07054
(V [ qJ (% TELEPHONE: (201) 263-7517

FAX (201) 263-8739 December 27, 1990 TELEX: 383600

EEHG)- /290 - ///6  fren
SENT BY CERTIFIED MAIL 99.9/0000032 : PN

OTS Document Processing Center (TS-790)

(Attn. Section 8(e) Coordinator) 8?'9/000002/ : JZ)/\/

Office of Toxic Substances b:

U.S. Environmental Protection Agency ) wm

401 "M" Street, S.W. w

Washington, D.C. 20460 | aoaaz1/
99910

Re: EPA Document Control Number 8EHQ-1150-1116
Dear Sir or Madam:

This letter is in response to your certified letter carrying a
stamped date of December 14, 1990, which we received December 26,
1990, dealing with the subject document. In reply to your question
2, the Section 8(e) Coordinator will be sent a full copy of the final
report. This report will also be sent to the Section 8(d) Coordinator.

In response to questions 3(a) & (b), the International Isocyanate
Institute, Inc. (III) is a non-profit corporation organized under the
laws of the state of New York. Our members consist of companies
engaged in the manufacture of toluene diisocyanate (TDI) and/or
diphenyl methylene diisocyanate (MDI) in the Americas, Europe and the
Far East. There are two paid employees. the writer, who is Managing
Director, and his Secretary. The informavion sent to you, which was
the basis of your inquiry was furnished to all member companies.

Very truly yours,

\\5\ W
R. K. Blgger_mhlSJ\\\
(ﬂﬁﬁﬁglng Director
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INTERNATIONAL ISOCYANATE INSTITUTE, INC.
119 CHERRY HiLL ROAD
PARSIPPANY, NEW JERSEY 07054
TELEPHONE: [201) 263-7517
FAX: (201) 263-8739

Q- PP

February 4, 1992

3EHO-029a~ 116 FLwP
SENT BY CERTIFIED MAIL 994/ 000005;2 ' PDCN

Document Processing Center (TS-790)
Office of Toxic Substances

S |

Attn: 8(e) Coordinator 89920600120

DCN

Dear Sir cr Madam:

On November 8, 1990, the International Isocyanate Institute Inc. (III)
informed you of preliminary results of a metabolic fate study of toluene-
2,4-diisocyanate being conducted at the Dow Chemical Company, Mammalian and
Environmental Toxicology Research Laboratory.

A copy of the final report for this study, which is initiated to define
the metabolic profile following exposure of rats to toluene-2,4-diisocyanate
(TDI) by the oral and inhalation routes, is enclosed.

A copy of this final report will be supplied to our member companies.

Please note that a copy of this report is being submitted to Section 8(d)
Health and Safety Study Reporting Rule docket.

Very truly yours,

\\M \\\\ o W

M.’l(:l;’, ing Director

RKR/sha
Enclosure
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THE DOW CHEMICAL COMPANY
STUDY ID: K-022862-003
PAGE 1OF 86

Study Title

Metabolic Fate of 14C-Toluene-2,4-Diisocyanate in Fischer 344 Rats

Daia.Rﬂquimnﬁm

Author(s)

C. Timchalk, F. A. Smith and M. ]. Bartels

Study Completion Date
January 9, 1992

Performing Laboratory

The Toxicology Research Laboratory
Health and Environmental Sciences
The Dow Chemical Company
Midland, Michigan 48674

Sponsor

International Isocyanate Institute Inc.
Project ID- AM-AB-t2

Laboratory Project Study ID
K-022862-003




THE DOW CHEMICAL COMPANY
STUDY ID: K-022862-003
PAGE 2

COMPLIANCE WITH GOOD LABORATORY PRACTICE STANDARDS
Compound: 14C-Toluene-2,4-Diisocyanate
Title: Metabolic Fate of 14C-Toluene-2,4-Diisocyanate in Fischer 344 Rats

To the best of my knowledge and belief the study described in this report was
conducted in compliance with the following Good Laboratory Practice
Standards:

United States Environmental Protection Agency,
Title 40 Code of Federal Regulations Part 792,
1 Tuly 1990 Edition

Japan Ministry of Agriculture, Forestry and Fisheries,
59 NohSan, Notification No. 3850,
Agricultural Production Bureau,

10 August 1984

Organization for Economic Co-Operation and Development
ISBN 92-64-12367-9, Paris 1982

g_/;a"f/o(/ i %a—w D e

C. Timchalk, Ph.D (Date) ;71' : Y()ung, 0.8 M., M.S. (Date)
Study Director Director
The Toxicology Research Laboratory




THE DOW CHEMICAL COMPANY
STUDY ID: K-022862-003
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QUALITY ASSURANCE STATEMENT

Compound: 4C-Toluene-2,4-Diisocyanate

Title: Metabolic Fate of 14C-Tuluene-2,4-Diisocyanate in Fischer 344 Rats

This study was examined for conformance with Good Laboratory Practices as
published by the U.S. Environmental Protection Agency, and the Food and
Drug Administration. The final report was determined to be an accurate
reflection of the data obtained. The dates of Quality Assurance activities on
this study are listed below.

Study Initiation Date: 5/5/89 Study Completion Date: 1/9/92

DATE FINDINGS REPORTED TO
TYPE OF AUDIT: DATE OF AUDIT: STUDY DIRECTOR/MANAGEMENT:

Preliminary protocol 5/16/89 5/16/89
Final protocol 5/18/89 5/18/89
{n Lif2 11/02/89 11/03/89
Addendum 1 4/04/90 4/04/90
Study Conduct (Adden. 1) 4/27/9% 4/27/90
Facility Inspection 5/21/90 5/25/90
Addendum 2 11/12/90 11/19/90
Frotocol Data and Draft 7/09/91 7/10/91

ARCHIVING: Raw data and a copy of the final report are filed in the testing
facility archives.

Q\W% %ﬁ?

"
T. & éushow B.S. (fDate)

Quality Assurance

Health and Environmental Sciences
The Dow Chemical Company

1803 Building

Midland, Michigan 48674




THE DCOW CHEMICAL COMPANY
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SIGNATURE PAGE
Compound: 14C-Toluene-2,4-Diisocyanate

Title: Metabolic Fate of MC-’I‘oluene-2,4-Diisocyar\ate in Fischer 344 Rats

—
C. Timchalk, Ph.D.
Study Director

G- Sty 16/ 92.

F. A. Smith, M.S. (Date)

S QAL kb

M. J. Bartels, Ph.O. (Date)

Reviewed by:

¥ o ///é /9.‘2

R.Y. Nolan, Ph.D., D.A.B.T. (Date)
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THE DOW CHEMICAL COMPANY
STUDY ID: K-022862-003
PAGE 6

SUMMARY

This study was initiated to evaluate the pharmacokinetics/metabolism of 14C-
labeled 2,4-toluene-diisocyanate (14C-2,4-TDI) following oral and inhalation
exposure in the rat. For comparison, the pharmacokinetics/metabolisr\ of
2,4-toluene-diamine (14C-2,4-TDA) was also evaluated. This approach was
based on the rationale that a comparative evaluation of the pharmacokinetics
of 14C-2,4-TDI following oral and inhalation exposure could provide needed
perspective on observed route dependent differences in TDI oncogericity. In
addition, comparison with 2,4-TDA was reasonable based on the potential
chemical or metabolic conversion of 2,4-TDI to 2,4-TDA, a kncwn rodent
carcinogen. Groups of 3 - 4 male rats were given either a single 60 mg/kg oral
dose of 14C-2,4-TDI or were exposed to 14C-2,4-TDI vapors at a target
concentration of 2 ppm for a 4 hr period. Additional groups of male rats were
given single 3 or 60 mg/kg oral doses or a single 3 mg/kg intravenous (iv)
dose of 14C-2,4-TDA. All rats were sacrificed ty 48 hr nost-exposure.

Following oral administration of 14C-2,4-TDI, >93% of the administered
radioactivity was recovered in the urine, {eces, cage wash and tissues.
Approximately 8% of the oral dose was excreted in the urine while 81% was
eliminated in the feces. It is estiraated that during inhalation exposure,
essentially all of the inhaled 14C-2,4-TDI was retained by the animal At 48 hr
post-inhalation exposure approximately 15% and 47% of the recovered
radioactivity was in the urine and feces, respectively. Fo!lowing oral or
inhalation exposure to 14C-2,4-TDI, n» radioactivity was eliminated as either
expired 14C-organics or 14CO;. Comparisor of tite 14C-2,4-TDI inhalation
group with the oral 14C-2,4-TDI and 14C-2,4-"DA treatment groups indicated
that a larger percentage of the inhaled radica.© vity was in the tissues and
carcass (34% vs 2 - 4%) and the clearance of radioactivity into the urine was
slower (t1/2= 20 hr vs 5 - 8 hr) following TDI ixthalation. The total amount of
free + acetylated TDA metabolites detected ir the urine specimens following

oral and inhalation exposure to 14C-2,4-TDI v-er- .92 and 0.05 ug eq 2,4-
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TDA/g urine, respectively. No free 2,4-TDA was detected in the urine
specimen from the inhalation group. In comparison, following oral
adminisiration of 60 and 3 mg/kg 14C-24-TDA, 63 and 3.7 ., eq 2,4-TDA/g
urine was detected in the urine specimen, respectively. Following 14C-2,4-TDI
inhalation exposure approximately 9% of the quantitated urinary
metabolites existed as acid-labile conjugates. Whereas, after oral 14C-2,4-TDI
administration approximately 65% of the quantitated urinary metabolites
existed as acid-labile conjugates. In contrast, following oral administration of
14C-2,4-TDA only 16 - 39% of the quantitated urinary metabolites existed as
acid-labile conjugates. These data indicate that inhalation exposure to 2,4-TDI
wils primarily result in the formation of acid-labile conjugates with little or
no 2,4-TDA being formed. This suggests that the metabolic dispcsition of
inhaled 2,4-TD! is quite different than the disposition observed following
orally administered 2,4-TDI or iv and orally administered 2,4-TDA. The route
dependent differences in 2,4-TDI disposition and metabolism may explain
why TDI was not carcinogenic in rodents following inhalation exposure.
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INTRODUCTION

Toluene diisocyanate (TDI) is a monomer that is used in the production of
polyurethane products. It is most commonly utilized as a technical grade
material consisting of 80% 2,4-TDI and 20% 2,6-TDI (80:20).

Initial concern over the possible oncogenicity of TDI was based on the
potential for TDI to undergo chemical hydrolysis forming toluene diamine
(TDA) which was shown to be a carcinogen in chronic feeding studies in
Fischer 344 rats and B¢C3F1 mice (NCI, 1979). To evaluate the carcinogenic
potential of TDI, groups of male and female Sprague-Dawley CD rats and CD-1
mice were exposed to 0.05 and 0.15 ppm of a technical grade mixture (€0:20) of
TDI by inhalation, 6 hr/day, 5 days/week for approximately 2 years (Loeser,
1983). The inhalation route was chosen since this represents the primary
route of occupational exposure (Rampy et al., 1983). This study resulted in
reduced weight gains in both rats and mice and signs of respiratory irritation
in female mice. However, no tumorigenic response was observed indicating
that TDI was not carcinogenic following inhalation exposure in rats and mice.
A technical grade mixture (80:20) of TDI was also evaluated for carcinogenic
activity in Fischer 344 rats and B¢C3F1 mice, however the test material was
administered by the oral route in a corn oil vehicle. Animals were
administered doses ranging from 30 to 240 mg/kg body weight, 5 days/week,
for approximately 2 years (Dieter et al., 1990). This treatment resulted in over
a 10% depression in body weight gains of rats in all dose groups and survival

was also significantly lower than controls. However, this study did produce

subcutaneous fibromas, fibrosarcomas, pancreatic islet cell adenomas,
neoplastic nodules of the liver and mammary gland tumors and Dieter et al.
(1990) concluded that TDI was carcinogenic in rats (male and female) and
female mice, although TDI was not carcinogenic in male mice. Confounding
the interpretation of this study was the fact that the TDI dose solutions had
reacted with the corn oil vehicle resulting in a 10 - 23% decomposition of the
TDI in these solutions (Dieter et al., 1990). Based on the observed differences
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in tumorigenic response it appears that the tumorigenic potential of TDI may
be associated with the route of exposure in the rat.

Two previous studies on the metabolism of the technical (80:20) mixture of
14C-labeled TDI in the rat after inhalation and oral administration werc
performec under the sponsorship of the International Isocyanate Institute
Inc. (Saclzy, 1977; Stoltz et al., 1987). The results of these studies indicated that
most of the radioactivity was eliminated in the urine and feces within 24 - 48
hr after either route of administration. Data from an NIEHS sponsored study
(RTI, 1985) on the metabolism of 2,6-TDI in the Fischer 344 rat after oral
administration (60 and 900 mg/kg) indicated that TDI was hydrolyzed and/or
polymerized in the stomach. In addition, RTI reported on the urinary
excretion of 2,6-bis-(acetylamino)-toluere resulting from the acetylation of
2,6-toluene diamine (2,6-TDA). The formation of TDA metabolites following
TDI exposure was also supported by Rosenberg and Savolainen (1985) who
reported the presence of acid-labile conjugates of TDA in the urine of rats
fc'lowing percutaneous (via the tail) exposure to 2,4-TDI.  Although these
studies suggest the formation of 2,4-TDA following 2,4-TDI exposure they do
not provide sufficient data on the identity and quantity of TDI metabolites to
help interpret the chronic bioassays {(Loeser, 1983; Dieter et al., 1990).

The primary objective of the study described in the present report was to
make a qualitative and quantitative assessment of the absorption,
distribution, metabolism and excretion of 14C-2,4-TDI following inhalation
and oral exposure to the major isomer, 2,4-TDI. This approach was based on
the rationale that a comparative evaluation of the pharmacokinetics
following oral and inhalation exposure could provide needed perspective on
the observed differences in TDI oncogenicity (Loeser, 1983, Dieter et al., 1990}
In addition, comparison with 2,4-TDA pharmacokinetics and metabolism was

reasonable based on the potential chemical or metabolic conversion of 2,4-TDI
0 2,4-TDA, a known rodent carcinogen (NCI, 1979).
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In response to the final Rules amending the U.S. Anir._al Welfare Act that
were promulgated by the U.S. Department of Agriculture effective October 30,
1989, the Animal Care and TJse Activity that was required for the conduct of
this study has been reviewed and given full approval by the Institutional
Animal Care and Use Committee.

EXPERIMENTAL

GENERAL DESIGN AND RATIOINALE:

Phase I. Groups of male rats were administered 14C-2,4-TDI orally at a target
dose of 60 mg/kg of body weight and exposed to 14C-2,4-TDI vapors at a target
concentration of 2 ppm for a 4 hr period in a head-only inhalation chamber.
Following oral administration of 14C-2,4-TDI, three rats vrere housed in glass
Roth-type metabolism cages and urine, feces, expired 14 -volatile organics
and 14CO; were trapped for up to 48 hr and analyzed for radioactivity. At 48
hr post-dosing the rats were sacrificed, and selected tissues were collected and
analyzed for radioactivity. Pooled urine specimens were analyzed by high
performance liquid chromatography (HPLC) and gas chromatography/ mass
spectromeiry (GC/MS). An additional group of four rats were administered

14C-2,4-701 orally and were sacrificed at approximately 2 hr post-dosing (peak

14C blood! concentration) and selected tissues were collected and analyzed.

Two grougs of four male rats each were exposed to a target concentration cf 2
ppm 14C-2,4-TDI for a 4 hr period in a head-only inhalation chamber urider
dynamic air-flo .v conditions. Following exposure, one group of rats was
placed in glass Roth-type metabolism cages, while the sec: nd group was
sacrificed at the termination of the exposure. The collection of excreta, blood
and tissues was as previously described for the groups administered the oral
dose of 14C-2,4-TDI.
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Male rats were utilized throughout this study since there was no indication of
a sex-related differerice in the toxicity of 2,4-TDI or 2,4-TDA. An oral dose of
60 mg/kg was selected since this represented the highest oral dose possible
which would not result in an excessive amount of polymerization of TDI in
the gastrointestinal tract (RTI, 1985). For oral administration, 'dried' corn oil
was utilized as a vehicle since TDI readily reacts with water. The 2 ppm
inhalation concentration represented a reasonable target that would provide
adequate analytical sensitivity, while producing minimal acute toxicity in the
rat.

Phase II. Two groups of four male rats each were administered single oral
doses of 3 or 60 mg 14C-2,4-TDA/kg of body weight. An additional group of 4
male rats was given a single intravenous (iv) dose of 3 mg/kg via a jugular
vein cannula. The oral dose colutions were prepared in distilled water while
the iv dose was administered in normal sterile saline. Following oral and iv
administration of 14C-2,4-TDA, four rats/group were placed in glass Roth-type
metabolism cages, and urine and feces were collected for up to 48 hr and
analyzed for radioactivity. At 48 hr post-dosing the rat: were sacrificed and
selected tissues were collected and analyzed. Pooled urine specimens were
analyzed by GC/MS and GC/MS/MS.

An oral 14C-2,4-TDA dose of 60 mg/kg was chosen since it would be
comparable to the oral 2,4-TDI dose. The 3 mg/kg 14C-2,4-TDA dose was
selected to be comparable to the 2,4-TDI inhalation dose and the iv exposure

route was used to eliminate any potential absorption effects.

MATERIALS AND METHODS

Test Materials. 2,4-Toluene diisocyanate (Lot No. 28F0167) with a purity of
97.72% by weight and an isomer ratio of 200:1 (2,4-TDI : 2,6-TDI) as determined
by a titration procedure and nuclear magnetic resonance spectroscopy,
respectively (Hardas, 1989) was obtained from Sigma Chemical Company, St.
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Louis, MO. Uniformly ring labeled 14C-2,4-TDI was obtained from Sigma
Chemical Company, St. Louis, MO. The radiotracer (Lot # 089F9246) had a
specific activity of 23.7 mCi/mmol and was reported to te >99%
radiochemically pure. The radiochemical purity was evaluated repeatedly
throughout the study and ranged from 94.6% to 100% (Tables 1 and 3).

2,4-Toluene diamine (Lot No. AX13004AX) was obtained from Aldrich
Chemical Company, Milwaukee, WI. This test material was found to be >99%
pure. Uniformly ring labeled 14C-2,4-TDA was obtained from Sigma
Chemical Company, St. Louis, MO. The radiotracer (Lot # 030H9222) had a
specific activity of 20.7 mCi/mmol and was reported to be >98%

radiochemically pure. The radiochemical purity was determined to te 97.7%
(Table 1).

2,4-Diacetylaminotoluene (2,4-Acp-TDA), 2-acetyl-4-aminotoluene (2-Ac-TDA)
and 4-acetyl-2-aminotoluene (4-Ac-TDA) were prepared as described
previously (Glinsukon et al., 1975a). Dg-2,4-Diacetylaminotoluzne (Dg-2,4-
Acp-TDA), used as an internal standard in the quantitation cf acetylated TDA
metabolites, was prepared in the same manner as 2,4-Ac,-TDA using Dg-acetic
anhydride and D3-2,4-TDA (ring label; prepared from 2,4-TDA via acid-
catalyzed deuterium exchange). 2,4-Di((N-piperidylformyl)amino)toluene,
used in the quantitation of 2,4-TDI in air samnles, was prepared via addition
of 2,4-TDI to piperidine at room temperature. Identification and purity

analysis of the synthesized standards was performed via rnass spectral and/or
NMR analysis.

Dg-Acetic anhydride was obtained from Aldrich Chemical Company.
Heptafluorobutyric anhydride was obtained from the I"ierce Chemical
Company (Rockville, IL) or Alltech Assnciates, Inc. (Deerfield, IL). All other
reagents and solvents were reagent grac.c or better.
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Test Species. Male Fischer 344 rats (~200g) were purchased from the Charles
River Breeding Laboratory (Kingston, NY) and used throughout this
experiment. Care and husbandry of animals was in accordance with the
Standard Operating Procedures of the Laboratoryl. Upon arrival in the
laboratory, the rats were examined by a veterinarian and found to be in good
health. The rats were then acclimated to the laboratory environment for at
least one week prior to use. The rooms in which the animals were housed
had a 12-hr photocycle and were designed to maintain adequate
environmental conditions concerning temperature and relative humidity for
rats. Prior to the start of each experiment, rats were randomly assigned to
treatment groups utilizing a computer driven randomization procedure and
were then individually identified by a numbered ear tag. All rats were
allowed to acclimate to glass Roth-type metabolism cages for 2 - 3 days prior to
the administration of the radiotracer. Rats utilized for the iv 2,4-TDA
administration were anesthetised with methoxyflurane and surgically
implanted with an indwelling jugular vein cannula (modified method of
Harms and Ojeda, 1974). These rats were allowed approximately one day to
recover from surgery before dosing. The rats which were utilized for the
inhalation study, were acclimated to the head-only chamber for
approximately one week prior to the initiation of the study. Purina Certified
Rodent Chow (#5002) and municipal drinking water were provided ad
libitum, except during the inhalation exposure. Feed and water were
analyzed in accordance with the Standard Operating Procedures of The
Toxicology Research Laboratory.

Preparation and Administration of the Dose Solutions.

Oral and Intravenous Dose Solutions. The oral 14C-2,4-TDI dosing solution
was prepared in 'dried' corn oil (Allworld Scientific, Lynwood, CA.) at a target

1Fully Accredited by the American Association for Accreditation of Laboratory Animal Care
(AAALAQ).
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dose of 60 mg/kg with a volume of administration of 3 ml/kg of body weight.
‘The radiotracer was diluted with non-radiolabeled 2,4-TDI to obtain a target
radioactivity and concentration of 72.5 uCi and 21.7 ing/g of dosing solution,
respectively. The dosing solution was prepared in a controlled atmosphere
glove box under a dry N7 atmosphere. The dosing solution was analyzed for
radioactivity via liquid scintillation counting. In addition, weighed aliquots
(~ 200 pl) of the dose solution were derivatized with 0.5 ml piperidine in 2 ml
toluene (1 hr, room temperature). The resulting 14C-2,4-TDI-dipiperdyl
derivative was then isolated by evaporation or the excess reagents and solvent
(N2 stream) and reconstituted in acetone:acetonitrile:water. The samples
were then aialyzed by HPLC. The analysis of the tracer for radiochemical
purity as well as the oral dose solution for 2,4-TDI concentration and
radioactivity are presented in Table 1. The 14C-2,4-TDI dose solution
cor.tained 111% and 98% of target radioactivity and concentration,
respectively.

The oral 14C-2,4-TDA dosing solutions were prepared in distilled water at
target doses of 3 and 60 mg/kg with a volume of administration of 3 ml
dosing solution/kg of body weight. The radiotracer was diluted with non-
radiolabeled compound to obtain a target radioactivity of 67 uCi/g of dosing
solution. Adequate non-radiolabeled 2,4-TDA was added to the 3 and 60
mg/kg dose solutions to obtain target concentrations of 1 and 20 mg 2,4-

TDA/g dosing solution, respectively. The iv 14C-2,4-TDA dosing solution was

prepared in sterile normal saline at a target dose of 3 mg/kg with a volume of
administration of 1 ml dosing solution/kg of body weight. The radiotracer
was also diluted with non-radiolabeled 2,4-TDA to obtain a target
radioactivity and concentration of 200 pCi and 3 mg/g dosing solution,
respectively. The dosing solutions were analyzed for radioactivity and 2,4-
TDA as previously described for 2,4-TDI and the results are presented in Table
1. The amount of radioactivity in the TDA dose solutions ranged from 83%
to 148% of target, and all solutions were within 10% of their target
concentration. The differences between targeted and measured
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concentra :ons and radioactivity had no effect on the results obtained in this
study.

The rats were weighed prior to dosing and based on their body weights a
measured volume of the dose solution was administered. Oral dose
solutions were administered by gavage using a glass syringe and stainless steel
feeding needle (Popper & Sons, Inc., Hyde Park, NY). The iv dosing solution
was slowly infused (~1-2 min) via the jugular vien cannuia using a glass
syringe, and a Intramedic® Luer Stub Adapter (Becton Dickinson, Franklin
Lakes, NJ) and the cannula was then flushed with normal sterile saline (~1
ml). In ali cases, the quanity of dose solution actually administered was
determined by weighing the syringe prior to and following dosing. At the
time of dosing the body weights of male rats ranged from 0.214 to 0.259 kg.
The doses of 2,4-TDI actually administered ranged from 87% to 113% of target
and are presented in Table 2. For individual animal data see Appendix Tables
1-4.

Inhalation Exposure. Rats were exposed via a head-only chamber to a target
concentration of 2 ppm 14C-labeled 2,4-TDI for a 4 hr period under dynamic
flow-through conditions. The inhalation chamber was constructed of Teflon-
lined plastic and was designed for the simultaneous exposure of 4 rats to
radioactive vapors. The 14C-2,4-TDI (23.7 mCi/mm:le) was diluted
approximately 10 fold with non-radiolabeled 2,4-TDI and the 14C-2,4-TDI
vapors were generated by gently heating a U-tube containing the radiotracer
(~ 25-50 ul) to approximately 90°C with an air-flow through the tube of 0.5
liters/min. The 14C-2,4-TDI vapors were then diluted with approximately 1.5
liters/min of dry room air so that the total flow through the chamber was
approximately 2.0 liters/min, and the target radioactivity of the vapors
generated was 432 dpm/ml (~ 0.2 pCi/liter). In order to accurately determine
2,4-TDI exposure concentration a sampling port was positioned to sample
chamber atmosphere in the animal's breathing zone. The 2,4-TDI
concentration and radioactivity were determined by bubbling 0.2 liters/min of
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the chamber atmosphere through ~15 ml of toluene:piperidine (95:5, v:v) for
10 min. The regulting 14C-2,4-TDI-dipiperidyl derivative was then isolated by
evaporation of the excess reagents and solvent (N stream) and reconstituted
in acetonitrile:water. These samples were then analyzed via HPLC and liquid
scintillation counting to determine the concentration of 2,4-TDI and
radioactivity in the chamber. Samples of the chamber atmosphere were taken
at ~20 min intervals for a total of 8 samples per exposure. TWA chamber 2 4-
TDI concentration, 14C concentration and tracer radiochemical purity are
presented in Table 3. The test atmospheres ranged from 78% to 83% and 63%
to 83% of their target 2,4-TDI and radioactivity concentration, respectively.
The differences between targeted and measured concentrations and
radioactivity had no effect on the results obtained in this study. At the time
of exposure, body weights ranged from 0.238 - 0.258 kg (Appendix Table 5).

Specimen Collection and Analysis. Following administration of 14C-2,4-TDI

or 14C-2,4-TDA, rats were housed in glass Roth-type metabolism cages
designed for the separate collection of urine, feces and expired air (14C volatile
organics and 14COj). All urine voided during successive 12 hr intervals was
collected in dry-ice chilled containers. Following collection of each urine
specimen the cage was rinsed with distilled water. The weight of eacin 12 hr
urine and cage rinse was determined, and weighed aliquots of each
radiolabeled specimen were mixed with either Aqueous Counting
Scintillant® (ACS, Amersham Corp., Arlington Heights, IL) or Aquasol®
Counting Scintillant (New England Nuclear, Boston, MA) and analyzed for
radioactivity by liquid scintillation counting (LSC). In addition, aliquots of
urine were taken from the 0-12 hr and 12-24 hr collections and pooled into
their respective time and dose group. The pooled urine specimens were then
profiled via HPLC to obtain a qualitative picture of the extent of 2,4-TDI and
2,4-TDA metabolism. The presence of possible acid-labile metabolic
conjugates was evaluated by performing acid hydrolysis (10% v:v conc. HCL;
80°C x 1 hr) and reanalysis of selected urine specimens.

'ew —
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Pooled urine specimens from the five 2,4-TDI and 2,4-TDA experiments were
prepared for analysis of free 2,4-TDA as follows: weighed aliqusis (0.25 ml;
n=2) were fortified with 0.13 or 1.30 pg 2,6-TDA (used as internal standard),
adjusted to pH 13-14 (4 ml IN KOH) and extracted with toluene (1 x 4 ml). A2
ml aliquot of each extract was derivatized with 0.1 ml heptafluorobutyric
anhydride (HFBA) at room temperature with continuous vortexing. The
derivatized extracts were washed with 1 ml 1M NaH,PO4 (pH 7.0), taken to
dryness (N stream) and reconstituted in 0.1 ml or 1 ml toluene for
subsequent GC/MS analysis. Aliquots (0.25 ml) of control urine from male
rats were fortified with 0-10.5 pg 2,4-TDA and 0.13 or 1.30 pg 2,6-TDA,
extracted and derivatized as above for use as standards in the GC/MS analysis.

The pooled urine specimens from the five 2,4-TDI and 2,4-TDA experiments
were analyzed for total acid-labile conjugates of 2,4-TDI/2,4-TDA in a similar
manner. Weighed aliquots (0.5 ml; n=2) of each pooled urine specimen were
fortified with 0.56 or 5.60 pg 2,6-TDA (used as internal standard), acidified (1.5
ml 4N HCl) and heated at 100°C for 2 hr. The samples were then adjusted to
pH 13-14 (2 ml 5N KOH) and extracted and derivatized with HFBA as above,

for subsequent GC/MS analysis. Standards were prepared via fortification of
control urine (0.5 ml) with 0-56.3 ug 2,4-TDA and 0.56 or 5.60 ug 2,6-TDA,
followed by extraction and derivatization with HFBA.

Pooled urine specimens from the five 2,4-TDI and 2,4-TDA experiments were
prepared for analysis of mono- and diacetyl-TDA as follows: weighed aliquots
(1.0 ml; n=2) were diluted with 0.5 ml distilled water (final pH 6.5-7.0),
fortified with 9.4 ug Dg-2,4-Acy-TDA (used as internal standard) and extracted
with ethyl acetate (2 x 2 ml). The combined ethyl acetate extracts were taken
to dryness (N3 stream) and the residues derivatized with 50 pl Dg-acetic
anhydride and 50 ul pyridine (room temperature x 30 min). The excess
reagents were then removed by evaporation (N7 stream) and the derivatized
residues taken up in 100 pl ethyl acetate for subsequent GC/MS/MS - 8
Aliquots (1.0 ml) of control urine from male rats were fortified with v .. ug
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4-Ac-TDA, 0-216 ug 2,4-Ac-TOA and 9.4 ug Dg-2,4-Acy-TDA, extracted and
derivatized as above for use as standards in the GC/MS/MS analysis.

The structural identification of the monoacetyl-TDA metabolite was
performed via GC/MS analysis of the HFBA derivative. Weighed aliquots
(0.25 ml; n=2) of each pooled urine specimen were diluted with 0.25 ml
distilled water and extracted with ethyl acetate (1 x 2 ml). The ethyl acetate
extracts were takes to dryness (N3 stream) and the residues derivatized with
100 ul HFBA (room temperature x 30 min). The excess reagent was removed
by evaporation (N stream). The derivatized residues were then taken up in 1
ml toluene, washed with 0.5 ml 1M NaH,PO4 (pH 7.0) and again taken to
dryness (N3 stream). The final residues were then dissolved in 50 pl toluene
for subsequent GC/MS analysis. Aliquots (0.25 ml) of control urine from
male rats were fortified with 9.5 pg 2-Ac-TDA and/or 9.5 pg 4-Ac-TDA,
extracted and derivatized as above for use as standards in the GC/MS analysis.

Feces were collected at 24 hr intervals in dry-ice chilled containers and stored
frozen (-20°C). An aqueous homogenate (33-50% w:w) was prepared for each
sample and weighed aliquots were oxidized in an OX-300 Biological Material
Oxidizer (R.J. Harvey Instrument Corporation, Hillsdale, NJ). The 14CO;
released upon oxidation was trapped in a solution of 1-methoxy-2-
propanol:monoethanolamine (7:3, v:v), mixed with liquid scintillation fluid
(spectrafluor:1-methoxy-2-propanol:toluene, 12:22:66, v:v:v) and analyzed for
radioactivity by LSC. Pooled fecal specimens (0 - 24 hr collection interval)
obtained from rats administered a 60 mg/kg oral 14C-2,4-TDI dose or fecal
specimens (0 - 48 h~ collection interval) obtained from rats exposed to a 2 ppm
14C-2,4-TDI concentration were extracted for HPLC analysis. Weighed aliquots
(approx. 0.25 g) of the fecal homogenates were extracted sequentially with
methanol (2 x 2 ml) and then distilled water (2 x 1 ml). The remaining fecal
specimens were then hydrolyzed (1 ml 4N KOH, 2 hr x 80°C). The hydrolyzed
extracts were then extracted with ethyl acetate (3 x 1 ml). The methanol and
ethyl acetate extracts were taken to dryness (N3 stream) and reconstituted in
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0.5 ml 50:50 acetonitry. .-rater (v:v). These reconstituted organic extracts and
the aqueous extracts we* - then analyzed individually via reverse phase
HPLC.

The air exiting the metabolism cages (flow rate approximately 500 ml/min)
from the 60 mg/kg and 2 ppm 14C-2,4-TDI exposure groups was passed
through a 4C-volatile organic trap (activated charcoal) and 14CO; trap and
collected at 24 hr intervals. The charcoal was desorbed overnight with
toluene and an aliquot removed for 14C-analysis. Expired 14CO; was trapped
in a soiution of 1-methoxy-2-propanol:monoethanolamine (7:3, v:v); aliquots
of the trapping solution were mixed directly with liquid scintillation fluid
and the radioactiivity quantified by LSC.

The animals in the 60 mg/kg 14C-2,4-TDI and 2 ppm inhalation treatment
groups used for the collection of excreta were sacrificed with CO2 and
exsanguinated 48 hr post-cdosing. Additional groups of animals were
sacrificed 2 hr following a 60 mg/kg oral dose and immediately upon
termination of a 4 hr 2 ppm inhalation exposure. The following tissues were
collected and analyzed for radioactivity: blood, fat, gastrointestinal tract,
gastrointestinal tract contents, fat, kidney, liver, lung, skin and the remaining
carcass. In addition, the groups of animals dosed with 14C-2,4-TDA were
likewise sacrificed with CO7 and exsanguinated 48 hr post-dosing, however,
only the whole carcass (including all tissues) and skin were analyzed for
radioactivity. Fat and skin were oxidized directly. Aqueous homogenates (33-
50% w:w) of all other tissues were prepared, and aliquots of these
homogenates were oxidized in a biological material oxidizer. The 14CO,
released on oxidation of these tissues was trapped and quantified as described
for the feces.

14C Analysis. Radioactivity was quantitated with a Beckmann LS 3801

(Fullerton, CA) liquid scintiliation counter and count rates were corrected for
background and quench (H# technique) to convert counts per minute (cpm)

- S
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to disintegrations per minute (dpm). Samples containing less than two times
the average count rate of the concurrernily run blanks or backgrounds were
considered to contain insufficient radioactivity to reliably quantify (that is net
dpm were less than 1.0 times average background).

HPLC Analysis. All of the HPLC analyses done for this study were performed
with Waters models 519 and 590 pumps (Millipore Waters Associates, Inc.,

Milford, MA), a model 650 gradient controller, a C1g-precolumn (2.9 c¢m x 8
mm id, 37 - 50 uM) and a Waters Radial-Pak® reverse phase Cyg-column (10
cm x 8 mm, 10 um). A Waters model 481 UV absorbance detector (254 nm)
and a Beckman model 171 in-line radiochemical detector {(Beckman
Instruments, Inc., Fullerton, CA) were employed.

Aliquots of the radiolabeled 2,4-TDI were derivatized with piperidine:toluene
(as above) to afford the corresponding dipiperidyl derivative for
radiochemical purity determinations. Separation of the resulting
radiolabeled components was performed via a 10 min linear gradient (70:30,
0.03M INHy4Ac (pH 6.5):acetonitrile to 100% acetonitrile; flow rate=2.0 ml/min)
with a 10 min final hold at 100% acetonitrile. Parent material and
radiolabeled impurities were quantified via the in-line radiochemical
detector.

Radiochemical purity determination of the 14C-2,4-TDA was performed via a
20 min linear gradient (100% solvent A (0.03M NHyAc, pH 6.5) to 50:50
solvent A:acetonitrile (v:v); flow rate=1.5 ml/min). Parent material and

radiolabeled impurities were quantified via the in-line radiochemical
detector.

Quantitative determnation of 2,4-TDI, in the corn oil dose solution or air-
monitoring impinger samples was performed on the dipiperidyl derivative
via an isocratic HPLC separation (50:50, 0.03M NH4Ac (pH 6.5):acetonitrile
(v:v)) at flow rates of 2.5 ml/min and 1.5 ml/min, respectively.
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Quantitative determination of 2,4-TDA in aqueous dose solutions was
performed either via isocratic HPLC separation (80:20, 0.03M NHAc (pH
€.5):acetonitrile (v:v); flow rate of 1.5 ml/min) or using the gradient HI'LC
conditions described for the radiochemical purity determination of 14C-2,4-
TDA (above).

HPLC separation of the urinary metabolites of Z,4-TDI and 2,4-TDA was
performed via a multistep gradient separation (5 min at 100% solvent A, 15

min linear gradient to 50% solvent A, 10 min a: 50% solvent A, 15 min linear

gradient to 100% solvent B, 5 min at 100% solvent B; where solvent A is
0.03M NHjAc (pH 6.5) and solvent B is 75:25 acetonitrile:solvent A (v:v)) at a
flow rate of 1.5 ml/min. The same conditions were used in the HPLC analysis
of the 2,4-TDI fecal specimen extracts. The radiolabeled HPLC analyses of
metabolite specimens were performed via collection of one minute eluent
fractions and subsequent LSC analysis.

GC/MS and GC/MS/MS Analysis. All GC/MS and GC/MS/MS analyses were
performed on a Finnigan 4610 GC/MS or a Finnigan TSQ-70 GC/MS/MS
(Finnigan MAT Corp., San Jose, CA), both equipped with Hewlett Packard
5890 gas chromatographs and 7673A autosamplers (Hewlett Packard Co.,

Avondale, PA). Separations were achieved using either DB-1 or DB-5 fused
silica capillary GC columns from J&W Scientific, Folsom, CA.

Representative GC conditions for the analysis of free or total urinary 2,4-TDA,
as the HFBA derivative, were as follows: a 30-m DB-1 capillary column (0.25
mm id x 0.25 pm film); helium carrier gas (10 psig) at a flow rate of
approximately 1 ml/min; gas chromatograph oven temperature
programmed from 120°C (1 rnin initial hold) to 190°C at 20°/min, 6 min hold
at 190°C, 30°/min to 280°C; injector and capillary transfer line at 250°C; 2-ul
autosampler injection (0.5 min splitless). The mass spectrometer conditions
(electron impact) were: ion source temperature, 150°C; ionizing current, 0.2
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mamp; electron energy, 70 eV. The ions m/z 345 and 514 were examined (0.1
sec/scan) for the detection and quantitation of the HFBA derivative of 2,4-
TDA. Quantitation was performed using the ratio of peak areas (m/z 345) for
the 2,4-TDA and 2,6-TDA derivatives. A representative GC/MS
chromatogram is presented in Figure 1.

The GC/MS/MS conditions used for the identification and quantitation of
acetylated-TDA metabolites were as follows: a 30-m DB-5 capillary column
(0.25 mm id x 1.0 um film); helium carrier gas (11 psig) at a flow rate of
approximately 1 ml/min; gas chromatograph oven temperature
programmed f-om 50°C (1 min initial hold) to 300°C at 25°/min; injector and
capillary transfer line at 280°C; 1-ul autosampler injection (0.5 min splitless).
The mass spectrometer conditions (electron impact-MS/MS) were: ion source
temperature, 150°C; ionizing current, 0.2 mamp; electron energy, 70 eV;
argon collision cell gas at a pressure of 0.5 torr. Quantitation of the mono-
and diacetyl-TDA metabolites was achieved by selected-ion monitoring (C.125
sec/scan) of the unique daughter ions formed from collision-induced
dissociation of the diacetyl-TDA parent ions for 4-Ac-TDA (D3-acetyl
derivative), 2,4-Acy-TDA and Dg-2,4-Acy-TDA (209->167, 206->164 and 215-

>172, respectively). (uantitation was performed using the ratio of daughter

ion peak areas for the metabolites vs the Dg-internal standard. A
representative GC/MS/MS chromatogram is presented in Figure 2.
Subsequent MS/MS identification work for the monoacetyl-TDA metabolite
was performed using the GC/MS/MS conditions listed above, with the
exception that a limited-range daughter ion spectrum (m/z 163-172) was
obtained for this metabolite.

The GC/MS conditions used for the structural identification of the
monoacetyl-TDA metabolite were as follows: a 30-m DB-5 capillary column
(0.25 mm id x 1.9 pm film); helium carrier gas (10 psig) at a flow rate of
approximately 1 ml/min; gas chromatograph oven temperature
programmed from 150°C (1 min initial hold) to 270°C at 20°/min; injector
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and capillary transfer line at 280°C; 1-pl autosampler injection (u.5 min
splitless). The mass spectrometer conditions (electron impact) were: ion
source temperature, 150°C; ionizing current, 0.4 mamp; electron energy, 70
eV. The ions m/z 318 and 360 were examined (0.1 sec/scan) for the detection
of the HFBA derivatives of 2-Ac-TDA and 4-Ac-TDA.

RESULTS

Targeted and Actual Concentration(s) of 2,4-TDI/2,4-TDA Administered.

The amounts of 2,4-TD], 2,4-TDA and radioactivity administered to each
group are presented in Table 2. The 2,4-TDI inhalation exposure
concentrations and chamber radioactivity are presented in Table 3. For
individual animal data and chamber concentration calculations see Appendix
Tables 1 - 6. The average 14C-2,4-TDi and 14C-2,4-TDA doses administered to
each treatment group ranged from 87% to 113% of target. The time-weighted
average 14C-2,4-TDI chamber concentrations were 78% and 83% of target.

No signs of toxicity were observed following oral administration of a 60 mg
14C-2,4-TDI/kg body weight dose or following administration of 3 and 60 mg
14C-2 4-TDA/kg body weight doses. vikewise, no signs of toxicity were
observed following the iv 14C-2,4-TDA dose; however, one rat died in the
Roth cage due to suffocation, which was the result of a vacuum line failure to

the cage. Immediately following the 2 ppm 14C-2,4-TDI inhalation exposure,

all rats appeared lethargic and were not drinking water or eating. However,
within 12 hr post-exposure these animals appeared normal and were
consuming both water and food.

Distribution of Radioactivity Following Oral and Inhalation Exposure to-14C-
2,4-TDI .

The distribution of radioactivity recovered in the rat 48 hr after an oral 60 mg
14C-2,4-TDI/ kg body weight dose and 48 hr following a 2 ppm 4 hr inhalation
exposure to 14C-2,4-TDI are presented in Table 4. Following oral
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administration, approximately 94% of the administered radioactivity was
recovered in the urine, feces, tissues and carcass and final cage wash.
Insufficient radioactivity was eliminated as 4COj or 14C-volatile crganics to
quantify. Approximately 81% of the oral 14C-2,4-TDI dose was eliminated in
the feces which represented the primary elimination route, whereas 8% of the
dose was eliminated in the urine. The tissues and carcass accounted for
approximately 4% of the dose and approximately 2/3 of this radioactivity
(2.6% of the dose) was associated with the gastrointestinal tract contents. Less
than 1% of the recovered radioactivity was in the final cage wash. Following
inhalation exposure, excreta were collected through 48 hr post-exposure and
the feces and urine accounted for 47% and 15% of the recovered radioactivity,
respectively. The tissues and carcass accounted for 34% of the recovered
radioactivity, and approximately 1/ of this (17% of the recovered
radioactivity) was associated with the gastrointestinal tract contents.
Approximately 4% of the radioactivity was recovered in the final cage wash
and insufficient radioactivity was eliminated as 14CO, or 14C-volatile organics
to quantify.

To facilitate a meaningful comparison between the oral and inhalation
exposure routes, the parcent recovered radioactivity was expressed as ug eq
2,4-TDI. Rats that were administered a 60 mg/kg oral dose received
approximately 15 fc'd more 2,4-TDI than rats which were exposed to a 2 ppm
concentration for 4 hr. In addition, the pg eq 2,4-TDI recovered in the urine
and feces following the oral dose were, respectively 9 and 28 fold higher than
what was recovered following the inhalation exposutre. However, nearly
equivalent amounts of 14C activity (552 and 309 pg eq, respectively) remained
in the tissues and carcass 48 hr following oral ~dministration or inhalation

exposure to 14C-2 4-TDI.
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Distribution of Radioactivity Following Oral and iv Administration of 14C-
24-TDA .

The distribution of radioactivity recovered 48 hr after an oral 60 mg or an oral
and iv 3 mg 14C-2,4-TDA /kg body weight doses are presented in Table 5. For
ail treatment groups, between 93% and 97% of the administered radioactivity
was recovered in the urine, feces, carcass/skin and final cage wash. The urine
was the primary excretion route accounting for 64 - 72% of the administered
radioactivity, whiie 20 - 31% was recovered in the feces. For all treatment
groups the percent radioactivity recovered in the carcass/skin was
comparable, accounting for 2 - 5% of the administered dose, and less than
0.5% was recovered in the final cage wash. Comparison of the oral and iv 3
mg/kg treatment groups indicated that a slightly larger percentage of the iv
dose (~10%) was recovered in the urine. However, overall the urinary
recoveries were quite comparable indicating that 14C 2,4-TDA was well
absorbed following oral administration. Comparison of the oral 60 and 3 mg
14C-2,4-TDA /kg body weight treatment groups indicated no quantitative dose-
dependent differences in the routes of elimination.

Quantitative differences in the primary routes of elimination following 14C-
2,4-TDI (oral or inhalation) and 14C-2,4-TDA (oral or iv) administration were
observed (Tables 4 and 5). Whereas the urine was a minor excretion pathway

following 14C-2,4-TDI exposure it represented the major excretion pathway
following 14C-2,4-TDA administration.

Radioactivity in Tissues Following Oral and Inhalation Exposure to 14C-2,4-
TDL
Radioactivity recovered in the tissues and carcass at 2 and 48 hr following an

oral 60 mg/kg dose as well as immediately post-exposure and 48 hr following
a 2 ppm inhalation exposure are summarized in Table 6 and 7 and listed for
individual animals in Appendix Tables 7 - 10. At 2 hr following the cral 14C-
,4-TDI dose, the concentratior of radioactivity detected in tissues and carcass
ranged from 0.002% to 1.306% of the dose/g wet weight. The highest activity
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was detected in the gastrointestinal tract while the fat contained the lowest
amounts of radioactivity. Radioactivity was evenly distributed between the
other tissues, which contained between 0.02% and 0.07% of the dose/g wet
weight. At 48 hr post-dosing the gastrointestinal tract, liver and kidneys each
accounted for approximately 0.01% of the dose/g wet weight, while the
remaining tissues contained less than 0.01%. Immediately following a 2 ppm
inhalation exposure the radioactivity detected in the tissues and carcass
ranged from 0.02% to 2.64% of the recovered radioactivity /g wet weight. The
highest activity was in the lungs while the fat contained the lowest amounts
of radioactivity. The remaining tissues accounted for between 0.17 and 0.51%
of the recovered radioactivity /g wet weight. At 48 hr post-exposure the
kidneys and lungs contained the highest amounts of radioactivity accounting
for 0.15% and 0.28% of the recovered radioactivity /g wet weight, respectively.
The remaining tissues accounted for approximately 0.11% of the
radioactivity /g wet weight or less.

The radioactivity detected in the tissues and carcass was also expressed as pug
eq TDI/g wet weight to facilitate comparison across exposure routes. Analysis
of the tissues and carcass 2 hr after a 60 mg/kg oral dose and immediately
following a 2 ppm inhalation exposure indicated that the pg eq of 2,4-TDI
detected in the carcass, fat, kidneys, liver and skin following inhalation
exposure was 3 - 10 fold lower than levels detected in the oral treatment
group. As would be expected, the pg eq TDI detected in the gastrointestinal
tract 2 hr after oral administration was much greater (133 fold) than the
amount detected following inhalation. The pg eq of 2,4-TDI detected in the
lungs were comparable for both treatment groups. By 48 hr post-dosing, the
ug eq of 2,4-TDI found in the carcass and kidneys was virtually the same for
the oral and inhalation treatment groups. However, the jg eq of 2,4-TDI
detected in the lungs and skin following inhalation exposure was 3 - 6 fold

greater than the amounts of 14C activity detected in these tissues following

oral administration.
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Radioactivity in Urine Following Oral and Inhalation Exposure to 14C-24-
TDL
The fraction of the radioactivity excreted in the urine during successive 12 hr

collection intervals after an oral 60 mg 14C-2,4-TDI/kg body weight dose and
following a 4 hr inhalation exposure to 2 ppm 14C-2,4-TDI are presented in
Table 8. The individual animal data are listed in Appendix Tables 14 and 15.
In addition, plots of the 14C urinary time-course for both treatment groups are
presented in Figure 3. Following oral administration and inhalation
exposure to 14C-2,4-TDI, peak urinary excretion of radioactivity occurred
during the first 12 hr collection interval. However, compared to the oral
treatment group, the urinary 14C excretion was slower following inhalation
exposure to 14C-2,4-TDI. The half-lives derived from the slope of the urinary
14C excretion time-course following 14C-2,4-TDI oral administration and
inhalation exposure were 7.5 hr and 20 hr, respectively.

Radioactivity in Urine Following Oral and iv Administration of 14C-2,4-TDA.
The fraction of the radioactivity excreted in the urine during successive 12 hr

collection intervals after an oral 60 mg and oral and iv 3 mg 14C-24-TDA /kg
body weight doses are presented in Table 9. The individual animal data are
listed in Appendix Tables 16 - 18. In addition, plots of the 14C urinary time-

course for both treatment groups are presented in Figure 3. Urinary 14C-

excretion was comparable following oral and iv 3 mg/kg doses. During the 0 -
12 hr collection interval 60% and 67% of the radioactivity was excreted in the
urine for both 3 mg/kg treatment groups and an additional 3 - 5% was
recovered during the 12 - 48 h1 interval. Following a 60 mg/kg oral
administration of 14C-2,4-TDA, 36% and 20% of the dose was recovered in the
0 - 12 hr and 12 - 24 hr collection intervals, respectively; indicating a slightly
slower rate of urinary 14C excretion compared to the 3 mg/kg dose groups.
The half-lives derived from the slope of the 'C urinary excretion time-course
were 8 hr and 4.6 hr for the 60 and 3 mg/kg dose groups, respectively.
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Comparison of the 14C urinary time-course following an oral 60 mg/kg 14C-
2,4-TD1 or 60 and 3 mg/kg 14C-2,4-TDA doses indicated that the 14C urinary
excretion rates (t 1/2 = 5 - 8 hr) were similar. In contrast, inhalation exposure
to 14C-2,4-TDI resulted in a much slower clearance of 14C activity in the urine
(t172 =20hr).

Radioactivity in Feces Following Oral and Inhalation Exposure to 14C-2 4-TDL
The amount of radioactivity excreted in the feces during successive 24 hr
collection intervals after an oral 60 mg 14C-2,4-TDI/kg body weight dose and

following an inhalation exposure to 2 ppm 14C-2,4-TDI are presented in Table
10. The individual animal data are listed in Appendix Tables 19 and 20.
Foidowing oral administration, 50% and 30% of the administered dose was
recovered in the feces during the 0 - 24 hr and 24 - 48 hr collection intervals,
respectively. For the inhalation exposure group, the rats did not eliminate
enough feces during .he first collection interval for analysis, therefore feces
were collected and analyzed only chrough 48 hr post-exposure. The feces
accounted for 47% of the recovered radioactivity following inhalation
exposure to 14C-2,4-TDI.

Radioactivity in Feces Following Oral and iv Administration of 14C-2,4-TDA.

The fraction of the radioactivity excreted in the feces during successive 24 hr
collection intervals after an oral 60 mg and oral and iv 3 mg 14C-2,4-TDA/kg
body weight dose are presented in Table 11. The individual animal data are
listed in Appendix Tables 21 - 23. Fecal 14C excretion was comparable
following an cral and iv 3 mg/kg dose. During the 0 - 24 hr collection
interval 25% and 15% of the radioactivity was excreted in the feces for the oral
and iv treatment groups, respectively, an additional 6% was recovered during
the 24 - 48 hr interval. Following a 60 mg/kg oral administration, 8% and
14% of the dose was recovered in the 0 - 24 hr and 24 - 48 hr collection
intervals, respectively; indicating a slower rate of fecal 14C excretion compared
to the 3 mg/kg dose groups.
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Chromatograms of Urine and Fecal Specimens Following Oral and Inhalation
Exposure to 14C-2,4-TDL
HPLC analyses were performed on pooled urine specimens and solvent

extracted pooled fecal spec ':iens following a 60 mg/kg oral dcse and 2 ppm

inhalation exposure to 14C-2,4-TDI. Representative chromatograms are

presented in Figures 4 and 5. Recovery from the HPLC system ranged from
89% to 100%. Overall HFLC analyses of the urine and fecal specimens
indicated no qualitative dirferences in metabolite profiles between the oral
and inhalation treatment groups. Between 5 and 6 radioactive peaks were
observed in the urine and the majority of the radioactivity eluted with
retention times ranging from 20 to 30 min. HPLC profiles of the fecal extracts
from both the oral and inhalation treatment groups were also comparable.
Both contained 3 major peaks with the majority of the radioactivity eluting
from the HPLC between 20 and 30 min. HPLC analysis of 2,4-TDA, mono-
and diacetylated-TDA standards indicated that these metabolites eluted with
retention times of 25, 27 and 26 min, respectively, corresponding to the
retention times of the majority of 14C activity in the urine and fecal
specimens.

Concentration of Acetylated, Free 2,4-TDA and Acid-Labile 24-TDI/TDA
Conjugates in Urine.

The concentration of mono- and diacetylated-TDA, free 2,4-TDA, and acid-
labile conjugates of 2,4-TDI/2,4-TDA in the urine following exposure of rats to
14C-2,4-TDI and 14C-2,4-TDA are presented in Tables 12 and 13. Mono- and
uiacetylated TDA were detectable in the urine following an oral 60 mg/kg
dose and 2 ppm exposure to 14C-2.4-TDI. MS/MS analysis indicated that the
monoacetyl-TDA was primarily the 4-acetyl isomer (Figure 6). These results

were confirmed via additional GC/MS analysis of the HFBA derivative of the
metabolic monoacetyl-TDA (data not shown). Free 2,4-TDA was only
detectable in the urine specimen from the 60 mg/kg dose group. The total
amount of free + acetylated TDA metabolites detected in the urine specimens
following ora’ or inhalation exposure to 14C-2,4-TDI were 1.92 and 0.05 pg eq




THE DOW CHEMICAL COMPANY
STUDY ID: K-022862-003
PAGE 30

2,4-TDA/g urine, respectively; indicating that following the oral 14C-2,4-TDI
dose a larger amount of 2,4-TDA and acetylated metabolites (38 fold) were
detected in the urine compared to the inhalation exposure group.

Analysis of urine specimens for total acid-labile conjugates of 2,4-TDI/2,4-
TDA (Table 13), detected 5.56 and 0.49 pg eq 2,4-TDA/g urine following the
oral and inhalation exposure to 14C-2,4-TD], respectively. Comparison of the
ratio between the free + acetylated TDA to the total acid-labile metabolites
indicated that following an oral 60 mg/kg 14C-2,4-TDI dose approximately 35%
of detected metabolites existed as either free or acetylated 2,4-TDA and 65%
existed as other 2,4-TDI/2,4-TDA conjugates. In conirast, analysis of the urine
specimens from rats exposed to 2 ppm 14C-2,4-TDI indicated that only 10% of
the quantitated metabolites were identified as acetylated TDA while the
remaining 90% were other conjugated forms of either 2,4-TDI or 2,4-TDA. No
free 2,4-TDA was detected.

Mono- and diacetylated-TDA as well as free 2,4-TDA were detectable in the

urine specimens foilowing an oral 60 mg and oral and iv 3 mg 14C-2,4-

TDA/kg body weight doses (Table 12). There were no quantitative differences
in the amount of acetylated metabolites or 2,4-TDA detected in the urine
following the oral and iv 3 mg/kg doses. In addition, the amounts of
acetylated metabolites and 2,4-TDA detected in the urine from all treatment
groups were proportional to the administered dose. Comparison of the ratio
between the free + acetylated TDA metabolites with the total acid-labile
metabolites indicated that following an oral 60 mg/kg 14C-2,4-TDA dose
approximately 61% of detected metabolites existed as either free or acetylated
2,4-TDA while the remaining 39% existed as other conjugates of 2,4-TDA.
Whereas, following the 3 mg/kg dose, between 84% and 87% of the detectable
metabolites were identified as either acetylated or free 2,4-TDA. This indicates
that at lower doses, 2,4-TDA does not undergo much conjugation other than
acetylation.
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Urine specimens obtained from rats following an oral 60 mg/kg 14C-2,4-TDI
dose contained 38 and 20 fold less moio- and diacetyl-TDA and 69 fold less
free 2,4-TDA than the urine obtained from rats administered an oral 60
mg/kg 14C-2,4-TDA dose. The amount of free + acetylated TDA metabolites
detected in the urine specimens following a 2 ppm inhalation exposure to
14C-2,4-TDI can be compared with the amounts detected following the oral 3
mg/kg 14C-2,4-TDA dose. This comparison was reasonable since 2 ppm 2,4-
TDI inhalation exposure and 3 mg/kg oral 2,4-TDA dose were nearly
equivalent on a pg eq basis (i.e. 899 vs 729 ug eq). Following 14C-2,4-TDI
inhalation exposure no free 2,4-TDA was detectable in th2 urine. In addition,
the 14C-2,4-TDI urine specimens contained 38 and 94 fold less mono- and
diacetyl-TDA than the urine obtained from rats administered an oral 14C-2,4-
TDA dose. Comparison of the 2 ppm 14C-2,4-TDI inhalation exposure and 3
mg/kg oral 14C-2,4-TDA dose groups indicated that approximately 90% and
16% of the detected metabolites existed as acid-labile conjugates, respectively.
Based on these data, the rats exposed via inhalation to 14C-2,4-TDI had a
much larger percentage of their TDI metabolites existing in a conjugated
form, when compared to the 14C-2,4-TDA treatment group.

DISCUSSION

This study was initiated to provide a qualitative and quantitative assessment
of 14C-2,4-TDI absorption, distribution, metabolism and excretion following
oral and inhalation exposure in the rat. It was anticipated that a comparative
evaluation of the pharmacokinetics following oral and/or inhalation
exposure could provide perspective on the route dependent differences in
14C-TDI carcinogenicity (Loeser, 1983; Dieter et al., 1990). In this respect, a
major focus of this study was to quantify the formation of 2,4-TDA and
acetylated TDA metabolites following 14C-2,4-TDI exposure (oral and
inhalation). In addition, comparative 14C-2,4-TDA pharmacokinetic studies
were conducted. The rationale for this approach was reasonable based on the
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potential chemical or metabolic conversion of 2,4-TDI to 2,4-TDA, a known
rodent carcinogen (NCI, 1979).

The data suggest that orally administered 14C-2,4-TDI is not very well

absorbed. The rats 2liminated approximately 8% of the radioactivity in the
urine and cage wash while 4% was recovered in the tissues and carcass. Thus
the minimum estimate for absorption was 12%, which assumed that the
radioactivity recovered in the feces (~81%) represented unabsorbed material.
A more realistic estimate for absorption was obtained by assuming that some
of the radioactivity in the feces was absorbed. Saclay (1977) reported that ~8%
of an inhaled TDI dose (<1 ppm) was eliminated through the bile into the
feces with an elimination half-life of 26 hr. Assuming that Saclay's data on
biliary excretion is correct then as much as 20% of the oral dose may have
been absorbed. The incomplete absorption following oral administration of
14C-2,4-TDI is consistent with previous studies (RTI, 1985, 1988; Stoltz et al.,
1987). RTI (1985) reported that TDI was very unstable in stomach contents in
vitro with a half-life of 2 min. In addition, orally administered TDI was
reported to undergo a rapid hydrolysis under aqueous conditions to form
TDA which reacted with available isocyanate groups (TDI) to form polyureas.
This explains why increasing the dose decreases bioavailability and why at
relatively high doses (700 and 900 mg/kg) polymerized TDI was observed
lining the stomach and intestines (RTI 1985, 1988; Stoltz et al., 1987). Based on
this rapid reactivity it is doubtful that TDI was absorbed prior tu its hydrolysis
to TDA. Therefore, the 12 - 20% of the 14C-2,4-TDI dose that was absorbed,
most probably represented 14C-2,4-TDA that had not reacted to form
polyureas. Based on the above, it was assumed that the radioactivity that was
absorbed and excreted in the urine following the 14C-2,4-TDI oral dose was
absorbed primarily as 14C-2,4-TDA. The incomplete oral absorption of 2,4-TDI
was also evident when comparing the percent recovered radioactivity in the
urine following the 60 mg/kg oral 14C-2,4-TDA and 14C-2,4-TDI treatments. If
100% of the TDI dose was hydrolyzed to TDA and absorbed, then based on the
TDA absorption data it was anticipated that 65% of the TDI dose would be
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excreted in the urine. However, only 8% of the TDI dose was excreted in the
urine suggesting that only 12% (8%/65%) of the dose was absorbed.
Additional evidence for incomplete oral absorption of 14C-2,4-TDI was
provided by comparing the amount of free + acetylated TDA metabolites in
the urine of rats administered 60 mg/kg doses of 14C-2,4-TDI and 14C-2,4-TDA.
Again, if 100% of the oral TDI dose was hydrolyzed to TDA and absorbed then
approximately 63 ug eq 2,4-TDA/g urine should have been excretec in the
urine. However, following the oral TDI dose, 1.9 pug eq 2,4-TDA,'g urine was
excreted, suggesting that only 3% (1.9/63) of the dose was absorbed. Therefore,
it was concluded that in the rat orally administered 2,4-TDI at a dose of 60
mg/kg body weight was incompletely absorbed (~12 - 20%) and primarily
eliminated as unabsorbed material in the feces (~80%).

Rats which were exposed to 14C-2,4-TDI vapors retained essentially all the
radioactivity that they inhaled. The estimated inhaled 14C-2,4-TDI was
calculated to be approximately 709 pug eq 2,4-TDI/ rat. This estimate was based
on a 4 hr exposure to a target concentration of 2 ppm 14C-2,4-1DI using a
minute volume of 0.264 liter min-! in the rat (Mauderley, 1586). The total
recovered radioactivity in the excreta, tissues and carcass averaged 899 pg eq
2,4-TDI1/ rat, indicating that the rats retained approximately 1.3 times as much
14C-2,4-TDI as predicted. However, because of stress the minute volume may

have heen greater than 0.264 liter min-! resulting in a larger exposure to 14C-
24-TDI. Nonetheless, these data suggest that essentially all the inhaled 14C-

2,4-TDI was retained in the anir:al. These observations were consistent with
the findings of Kennedy et al. (1989) who reported that the uptake of TDI into

the blood of guinea pigs exposed for 1 hr to concentrations ranging from 0.05
ppb to 146 ppb was linear and the concentration of TDI in the blood was
directly related to the atmospheric TDI concentration multiplied by duration
of exposure (ppm x hr). These findings of Kennedy et al. (1989) suggest that
the fraction of inhaled TDI that was retained in the body was constant for each
breath and over a wide range of TDI concentrations.
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Although essentially all the inhaled 14C-2,4-TDI appeared to be retained by the
rat, the data suggest that not all of this TDI was absorbed through the lungs
into the blood. At 48 hr following a 14C-2,4-TDI inhalation exposure, the
urine and cage wash accounted for 19% of the recovered radioactivity, the
tissues and carcass accounted for 34%, and 47% was recovered in the feces. As
previously noted, Saclay (1977) reported that 8% of an inhaled dose (< 1 ppm)
was eliminated in the bile of a rat with a half-life of approximately 26 hr. If
8% of the inhaled 14C-2,4-TDI dose was absorbed through the lungs and
cleared into the feces by biliary excretion, at a minimum 61% of the inhaled
14C-2,4-TDI dose was absorbed. However, quantitation of the radioactivity
detected in the tissues and carcass immediately post-exposure suggested that
at least 80% of the radioactivity was absorbed (Appendix Table 25). The
remaining 20% of the retained radioactivity may have been rapidly cleared
fromi the respiratory tract and subsequently swallowed. The pulmonary
clearance of radioactivity from the lung to the gastrointestinal tract was
supported by the fact that approximately 10% of the recovered inhalation dose
was detected in the gastrointestinal tract contents of rats immediately post-
exposure (Appenaix Table 25). Due to the relatively slow and minimal (8% of
dose; t 172 > 52 hr) biliary clearance of 14C-TDI (Saclay, 1977) it is improbable
that all the radioactivity detected in the gastrointestinal tract was eliminated
via the bile. These data suggest that between 61 - 80% of the inhaled 14C-2,4-
TDI dose was absorbed, and the remaining radioactivity was rapidly cleared
from the respiratory tract, ingested and then eliminated in the feces.

The distribution of radioactivity in the tissues following oral and inhalation

exposure to 14C-2,4-TDI were consistent with the results of previous studies
(Saclay, 1977; Stoltz et al., 1987; RTI, 1988). In general, organs which were in
direct contact with the 14C-2,4-TDI vapor or liquid or that were involved in
elimination had the highest levels of radioactivity. Comparison of the total

amount of radioactivity in the tissues and carcass of rats indicated that a larger
fraction of the recoveied radioactivity was in the tissues and carcass following
the inhalation exposure. These data are consistent with the findings of Stoltz
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et al., (1987) and RTI (1988) who reported that, following oral administration
of 14C-TDI at doses of 60 and 70 mg/kg, the tissues (including intestinal
contents) accounted for only 2% and 0.7% of the recovered dose at 48 hr and
72 hr post-dosing, respectively. Likewise, the higher percentages of the
recovered radioactivity observed in the tissues and carcass following
inhalation exposure were consistent with a previous study in which 18 -24%
of an inhaled 14C-2,4-TDI dose was recovered in the carcass 96 hr post-
exposure (Stoltz et al., 1987). These higher levels of radioactivity detected in
the tissues and carcass appear to be uniquely associated with inhalation
exposure to TDI. This conclusion was supported by the relatively small
percentages of the dose recovered in the tissues and carcass following oral 14C-
2,4-TDI or 14C-2,4-TDA administration (range 2 - 5% of the dose).

Overall, these data suggest that following inhalation exposure, a large
percentage of the 14C-2,4-TDI was absorbed through the lungs and existed in a
different form than what was absorbed following oral 2,4-TDI and/or 2,4-TDA
doses. One possible explanation for this difference was that inhaled TDI may
have interacted with available proteins in the lungs or blood forming TDI-
protein adducts. Brown et al. (1987) reported that TDI readily reacts with
selected functional groups on proteins such as hydroxyl, sulfhydryl, and
imidazole groups under physiological conditions. Plasma obtained from rats
exposed to 14C-TDI by inhalation had g: -ater than 90% of the radioactivity
associated with proteins (Saclay, 1977). The rate of reaction with these
proteins may be quite fast since in vitro the half-life of unchanged TDI in
serum was reported to be 30 seconds (RTI, 1985). Furthermore, Kennedy et al.
(1990) reported that, following a 14C-TDI inhalation exposure in guinea pigs,
95% of the radioactivity in the blood was covalently associated with a 70 kDa

plasma protein, forming a stable 14C-2,4-TDI-protein conjugate. Finally, the

possibility of a TDI-protein adduct is supported by analysis of the urinary
metabolites which indicated that following inhalation exposure
approximately 90% of the quantifiable 2,4-TDI/TDA was excreted i1 the urine
of rats in a conjugated form (other than acetylation).
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The urinary excretion of radioactivity by the kidneys was slower following
inhalation exposure (t 1/2= 20 hr) when compared to the oral 14C-2,4-TDI dose
group (t1/2= 7.5 hr). This slower rate of urinary excretion of inhaled 14C-2 4-
TDI appears to be uniquely associated with inhalation exposure to TDI and is
not linked to TDA or TDA metabolites. This conclusion is supported by the
faster urinary excretion of radioactivity following 14C-2,4-TDA administration
(range t 1/2=5 - 8 hr). These findings are also consistent with the slower
clearance of radioactivity from the tissues and carcass following inhalation
exposure to 14C-2,4-TDI and also suggest that inhaled 2,4-TDI was eliminated
in the urine in a different form having a longer biological half-life than orally
administered 2,4-TDI and/or 2,4-TDA

HPLC analysis of urine specimens obtained following oral and inhalation

exposure to 14C-2,4-TDI did not provide adequate resolution for any

meaningful interpretation of these HPLC profiles. However, GC/MS and
CGC/MS/MS were successfully utilized to identify and quantify free and
acetylated 2,4-TDA metabolites in the urine following exposure to either 14C-
2,4-TDI or 14C-2,4-TDA. Quantifiable levels of mono- and diacetylated TDA
were detectable in the urine following oral and inhalation exposure to 14C-
2,4-TDI. However, free 2,4-TDA was found only in the urine specimens
following oral 14C-2,4-TDT administration. The total amount of free +
acetylated TDA metabolites excreted following a 60 mg/kg oral 14C-2,4-TDI
dose was comparable to the amount detected in the urine following a 3 mg/kg
14C-2,4-TDA dose suggesting that, these doses were biological equivalent in
terms of TDA. In contrast, the amount of free + aretylated TDA detected in
the urine following a 4-hr inhalation exposure ‘¢ 2 ppm of 14C-2,4-TDI was
relatively small. This suggests that in tie rat, very little 2,4-TDA is formed
following inhalation exposure to 14C-2,4-TDI vapors. In addition, 90% of the
quantitated metabolites in the urine specimens following inhalation
exposure to 14C-2,4-TDI existed as acid-labile conjugates of TDI/TDA while
only 10% existing as acetylated TDA. This indicated that following inhalation
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exposure, a lar~~ percentage of the 14C-2,4-TDI was excreted in the urine in a
conjugated for = .nd not as free or ~cetylated TDA.

A proposed metabolic scheme is presented in Figure 7. Under appropriate
conditions 2,4-TDI readily hydrolyzed to form 2,4-TDA. The 2,4-TDA can
react with free 2,4-TDI forming polyureas, or the 2,4-TDA can be absorbed and
undeigo further metabolism. It is also conceivable that 2,4-TDI will
covalently react with available hydroxyl, sulfhydryl and amine groups on
macromolecules which can in turn be eliminaied in the urine/feces as acid-
labile TDI conjugates. Absorbed 2,4-TDA can likewise be excreted in the urine
either unchanged or as acid-labile conjugates. Additionally, 2,4-TDA can be
N-acetylated forming mono- and diacetylated TDA metabolites which are
readily excreted in the urine. The monoacetylated TDA was found to be
primarily the 4-acetyl isomer. This agrees with previous in vivo and in vitro
studies with 2,4-TDA which showed selective N-acetylation at the 4-position
of TDA (Grantham et al., 1980, Glinsukon, et al., 1975b). Although ro
attempt was made to quantitate ring hydroxylated metabolites it should be
noted that a number of aminophenol and aminobcnzoic acid metabolites
have been detected in the urine from rats, mice, guinea pigs and rabbits
following 2,4-TDA administration (Waring and Pheasant, 1976; Grantham et
al., 1980).

Overall, these data suggest that the metabolic disposition and carcinogenic
potential of 2,4-TDI are dependent upon the route of exposure. Oral
administration enhances the hydrolysis cf 2,4-TDI forming 2,4-TDA which is
readily absorbed. Whereas, inhalation exposure to 2,4-TDI primarily results
in the formation of 2,4-TDI-protein adducts and only small amounts of free
2,4-TDA are produced. These findings are consistent with the chronic
bioassay data which indicated that 2,4-TDI was not carcinogenic following
inhalation exposure, but did resuii in tumor formation following oral

administration in corn oil. Considering that the primary route of
occupational exposure to TDI is via the inhalation route, then the metabolic
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and bioassay data would suggested that the carcinogenic potential of TDI is

low.

In summary, these data indicate that there are clear qualitative and
quantitative differences in the absorption, distribution, metabolism and
excretion of 14C-2,4-TDI following oral and inhalation exposure in the rat.
Following both oral and inhalation exposure to 14C-2,4-TDI the majority of
the recovered radioactivity was eliminated in the feces while thie urine
represented the minor excretory route. Following a 60 u1.5./kg oral dose, 14C-
2,4-TDI is incompletely absorbed (12 - 20%) with the majority of the dose
(~80%) excreted in the feces. Whereas, following a 2 ppm innalation
exposure, essentially all the inhaled 14C-2,4-TDI was retained by the animal
and between 61 - 80% of this retained radioactivity was absorbed through the
lungs, while the remaining radioactivity was cleared from the lung,
swallowed ard eliminated in the feces. The overall percent recovery of
radioactivity in the tissues and carcass was greater follorving inhalation
exposure when compared to the orally administered 14 .- 2,4-TDI or 14C-2,4-
TDA. Likewise, the time-course of 14C-2,4-TDI excretion in the urine was
slower when compared to the oral 14C-2,4-TDI and 14C-2 4-TDA dose gro. ,
This higher percent radioactivity in the iissues and carcass and the slower
urinary 14(C excretion are uniquely associated with inhalation exposure to
TDI Quantifiable levels of mono- and diacetylated TDA were detectable in
the urine following oral and inhalation exposure to 14C-2,4-TDI, however free
2,4-TDA was only detectable in the urine specimen following oral
administration of 14C-2,4-TDI or 14C-2,4-TDA. Quantitation of the urinary
metabolites from the 60 mg/kg 14C-2,4-TDI oral dose indicated that this dose
was equivalent, in terms of systemic exposure, to a 3 mg/ kg 14C-2,4-TDA dose.
Following inhalation exposure to 14C-2,4-TDI small amiounts of acetylated
TDA were detectable in the urine. However, approximately 90% of the
quantitated urinary metabolites existed as acid-labile conjugates. These
findings suggest that following inhalation exposure a large percentage of the
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14C-2,4-TDI was absurbed and excreted in a different form than what was
observed following an oral 2,4-TDI and/or 2,4-TDA doses.

ACKNOWLEDGEMENTS

The authors would like to thank M.D. Dryzga, R.J. McGuirk, J.L. Nieusma, M.
Dohmen and S. Pagels for their excellent technical assistance during this
study.

REFERENCES

Brown, W. E., Green, A. H,, Cedel, T. E. and Cairns, J. (1987). Biochemistry of
Protein-Isocyanate Interactions: A Comparison of the Effect~ of Aryl vs Alkyl
Isocyanates. Environ. Health Perspectives, 72: 5 - 11.

Dieter, M. P., Boorman, G. A., Jameson, C. W., Matthews, H. B., and Huff, J. E.
(1990). The Carcinogenic Activity of Commercial Grade Toluene Diisocyanate
in Rats and Mice in Relation to the Metabolism of the 2,4- and 2,6-TDI
Isomers. Toxicol. and Industrial Health, 6: 599 - 621.

EPA-TSCA (1989). Environmental Protection Agency- Toxic Substance
Control Act; Good Laboratory Practice Standard. 40 CFR Part 792 (July 1, 1990
Edition).

FDA (1988). Food and Drug Administration. Good Laboratory Practice for
Non-Clinical Laboratory Studies. 21 CFR part 58 (April 1, 1988 Edition).

Grantham, P. H., Mohan, L., Benjamin, T., Roller, P. P., Miller, J. R., and
Weisburger, E. K. (1980). Comparison of the Metabolism of 2,4-
Toluenediamine in Rats and Mice. ], Environ. Path. and Toxicol., 3: 149 - 166.




THE DOW CHEMICAL COMPANY
STUDY ID: K-022862-003
PAGE 40

Glinsukon, T., Weisburger, E. K., Benjamin, T. and Roller, P. P. (1¢75a).
Preparation and Spectra of Some Acetyl Derivatives of 2,4-Toiuenediamine, |.

Chem. Eng. Data, 20: 207-209.

Glinsukon, T., Benjamin, T., Grantham, P. H., Weisburger, E. K. and Roller, P.
P. (1975b). Enzymic N-acetylation of 2,4-Toluenedamine by Liver Cytosols
from Various Species, Xenobiotica, 5: 475-483.

Hardas, B. R. (1989). Assay of Toluene-2,4-Diisocyanate (K-022862-003, Sigma
Chemical Lot # 28F0167, Project 31976-932-180, Sample Date 05/09/89).
Research and Development Report, The Dow Chemical Company.

Harms, P. G., and Ojeda, S. R. (1974). A Rapid and Simple Procedure for
Chronic Cannulation of the Rat Jugular Vein. ]. Appl. Physicl. 36: 391.

Kennedy, A. L., Stock, M. F., Alarie, Y., and Brown, W. E. (1989). Uptake and

Distribution of 14C during and following Inhalation Exposure to Radioactive
Toluene Diisocyanate. Toxicol. and Appl. Pharm., 100: 280-292.

Kennedy, A. L., Alarie, Y., and Brown, W. E. (1990). Comparative Analysis of
the Uptake and Distribution of Inhaled 14C-Labeled Isocyanates in Blood. The
Toxicologist, 10: (Abst #943) 236.

Loeser, E. (1983). Long-Term Toxicity and Carcinogenicity Studies With
2,4/2,6-Toluene Diisocyanate (80/20) in Rats and Mice. Toxicol. Lett. 15: 71-
81.

Mauderly, J. L. (1986). Respiration of F344 Rats in Nose-Only Inhalation
Exposure Tubes. ]. Appl. Toxicol,, 6(1): 25 - 30.




THE DOW CHEMICAL COMPANY
STUDY ID: K-022862-003
PAGE 41

NCI (1979). Bioassay of 2,4-Diaminotoluene for Possible Carcinogenicity.
National Cancer Institute, Technical Report Series No. 162, CAS No. 95-80-7,
NCI-CG-TR-162, U.S. Department of Health, Education, and Welfare.

Rampy, L. W,, Loeser, E., Lyon, ]. P., and Carney, I. (1983). Two
Carcinogenicity Studies of Toluene Diisocyanate. In: Proceedings of the

Society of the Plastic Industry's 6th International Technical Conference, San

Diege, California, New York, Society of Plastics Industry.

Rosenberg, C. and Savolainen, H. (1985). Detection of Urinary Amine
Metabolites in Toluene Diisocyanate Exposed Rats. ]. Chromatog. 323, 429-
433.

RTI (1985). Disposition of 2,6-Toluene Diisocyanate in Fischer 344 Rats.
Research Triangle Institute Report to the NTP. Report No. RTI/2227/00-06P.
(reference from NTP, 1986).

RTI (1988). Absorption and Disposition of Orally Administered 2,4-Toluene
Diisocyanate in the Fischer 344 Rat. Research Triangle Institute Report to the
NIEHS. Report No. RTI/3662/02P.

Saclay (1977). Pharmacokinetics of TDI After Inhalation Exposure of Rats to
Labelled TDI. Report by Laboratoir d'Ctudes du Metabolism des Medicaments
to the International Isocyanate Institute, Parsippany, NJ.

Stoltz, M., Czarnecki, D., Little, L., Pallas, F., and El-Hawari, M. (1987).
Metaboiism and Disposition of 14C-Labelled Toluene Diisocyanate (TDI)
Following Oral and Inhalation Exposure: Preliminary Studies. Midwest
Research Institute (MRI), Kansas City, MO. (from draft report).

Waring, R. H. and Pheasant, A. E. (1976). Some Phenolic Metabolites of 2,4-
Diaminotoluene in the Rabbit, Rat and Guinea Pig. Xenobiotica, 6: 257 - 262.




THE DOW CHEMICAL COMPANY
STUDY ID: K-022862-003
PAGE 42

METABOLIC FATE OF 14C-TOLUENE-2,4-DIISOCYANATE IN FISCHER 344 RATS

Table 1. Radioactivity, Concentration and Radiochemical Purity of the 2,4-TDI and 2,4-TDA Dose Solutions.

Target2 Target Actual Actual Radiochemical
Radioactivity Concentration Radioactivity Concentration Purity
(uCi/g) (mg/g) (uCi/g) (mg/g) (Percert)
Oral
60 mg/kg 2,4-TDI 7252 21.72 80.4 (111%) 21.3 (98%) 100.040.1
60 mg/kg 2,4 TDA 66.7 20.0 98.8 (148%) 21.4 (107%) 97.740.2
- 3mg/kg2,4TDA 66.7 1.0 60.4 91%) 1.1 (110%) 97.7+0.2
' -
' iv
3mg/kg 2,4 TDA 200.0 3.0 166.7 (83%) 2.8 (93%) 97.740.2

aCorrected for the specific gravity of corn oil (0.92 g/ml).
Values in () represent the percent of target concentration.
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METABOLIC FATE OF 14C-TOLUENE-2,4-DIISOCYANATE IN FISCHER 344 RATS

Table 2. Average Amount of Radioactivity and 2,4-TDI or 2,4-TDA Administered to Male Fischer 344 Rats.
Body Wt. Radioactivity Dose

(kg)

(uCi)

(mg)

(ng/kg)

48 hr Post-Dosing Groups
Oral

60 mg/kg 2,4-TDI2
60 mg/kg 2,4-TDA
3mg/kg2,4TDA

0.249+0.003
0.226+0.003
0.229+0.003

iv
3 mg/kg2,4-TDA

0.224+0.009

2 hr Post-Dosing Group
Oral

60 mg/kg 2,4-TDI 0.25310.006
Values represent Mean + SD for 4 animals
aValues represent Mean * SD for 3 animals.
Values in (p

) represent the percent of target dose.

55.1940.28
66.6510.76
43.13£ 0.99

34.85%£1.05

56.€511.42

14.631+0.08
14.30+0.16
0.779+0.02

0.584+0.02

15.01+0.40

58.8040.30 (98%)
63.421+0.33 (106%)
3.40+0.12 (113%)

2.61+0.05 (87%)

59.3740.22 (99%)
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METABOLIC FATE OF 14C-TOLUENE-2,4-DIISOCYANATE IN FISCHER 344 RATS

Table 3. Targeted and Actual Time-Weighted Avera%e (TWA) 2,4-TDI Concentration, Radioactivity, 14C-2,4-TDI and
Radiochemical Purity, for Groups of Fischer 344 Male Rats Exposed to 14C-2,4-TDI
via Inhalation for a 4 hr Period.

Target Actual Radio- Radiochemical
Body wt2 Target Conc. TWA Conc. Radioactivity activity Purity
Groups (kg) ppm) (ppm) (dpm/ml) (dpm/ml) Percent

43 hr
Post-Dosing 0.250+0.008 1.55 (78%) 432 272.4 (63%)

Immediately
Post-Dosing ~ 0.247+0.003 1.65 (83%) 432 358.0 (83%)

} 94.6+0.1%

aValues represent Mean * SD for 4 animals.
Values in ) represent the percent of target concentration.
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METABOLIC FATE OF 14C-TOLUENE-2,4-DIISOCYANATE IN FISCHER 344 RATS

Table 4. Distribution of Radioactivity 48 hr After Male Fischer 344 Rats were Given an Oral Dose of 60 mg 14C-2,4-
TDI/kg of Body Weight or Exposed to 2 ppm 14C-2,4-TDI Vapors for a 4 hr Period.

60 mg/kg 2,4-TDI2 2 ppm 2,4-TDIP
Percent of Percent of
Administered Dose ug eq2,4-TDI Recovered Radioactivity ugeq2,4-TDI

Urine 8.38+0.41 1225459 14.85+1.39 13310

Feces 80.67+5.30 117954718 47.29+11.98 424+102

Tissues & Carcass 3.7740.87 (2.561+0.84) 552+129 (375+124) 34.14+11.53 (16.6349.18) 309+113 (150+86)
14CO), NQ NQ NQ NQ

14C Volatile Organics NQ NQ NQ NQ

Cage Wash 0.99+0.52 14577 3.73+1.95 33+17

TOTAL 93.801+4.32 137174573 NA 899435

aValues represent Mean * SD for 3 animals.

bValues represent Mean + SD for 4 animals.

Values in () represent 14C activity found in the gastrointestinal tract contents.
NA - Not Applicable.

NQ - Not Quantifiable.
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METABOLIC FATE OF 14C-TOLUENE-2,4-DIISOCYANATE IN FISCHER 344 RATS

Table 5. Distribution of Radioactivity 48 hr After Male Fischer 344 Rats were Given Doses of 60 {Oral) or 3 (Oral and
iv) mg 14C-2,4-TDA/kg of Body Weight.

60 mg/kg 2.4-TDA, Oral

3 mg/kg 2,4-TDA, Oral

Percent of

Hg
Administered Dose 2,4-TeI§A

Percent of Hg eq
Administered Dose 24-TDA

3mgz/kg 24-TDA, iva

Fercent of
Adininistered Dose

Hg
2,4-Te§A

Urine 64.9612.47 92871300
Feces 22.57+1.54 32284229
Carcass/Skin 4.62+1.67 6624245
Cage Wash 0.49+0.12 70£18

TOTAL 92.6310.67 13246£173

Values represent Mean * SD for 4 animals.

aValues represent Mean * SD for 3 animals for 24 -

63.67+15.0 4724128
30.70+3.78 239127
2 024+0.36 1613

0.24+0.11 2%1

96.62+12.08 729%110

48 hr post-dosing interval.

72.4920.74
20.0610.90
2.1340.12
057+0.36

95.0540.43

427413
118+R
13#1
oED

563124
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METABOLIC FATE OF 14C-TOLUENE-24-DIISOCYANATE IN FISCHER 344 RATS

Table 6. Concentration of radioactivity and in the Tissues 2 hr After Male Fischer 344 Rats Were Given an Oral Dose
of 60 mg 14C-2,4-TDI/kg of Body Weight or Inmediately Following a 4 hr to 2 ppm 14C 2,4-TDI Inhalation Exposure.

60 mg 24-TDI/kg 2 ppm 2,4-TDI

Percent of Administered ugeq24-TDI/g Percent of Recovered ugeq24-TDl/g
Dose/g Wet Tissue et Tissue Radioactivity /g Wet Tissue et Tissue

Bloed NA. NA NA NA

Carcass 0.038+0.024 5.69+3.78 0.508+0.018 2.02+0.30
Fat 0.002+0.002 0.34+0.29 0.01940.004 9.07+0.03
Gastrointestinal Tract 1.306+0.450 195.86+66.27 0.37540.109 1.5140.62
Kidney 0.0444+0.009 6.54+1.46 0.420+0.076 1.6510.23
Liver 0.05720.017 8.48+2.33 0.22040.027 0.8710.13
Lung 0.071+0.114 10.73+17.46 2.639+1.198 10.6245.73
Skin 0.01940.009 2.58+1.94 0.16940.061 0.65+0.26

Values represent Mean + SD for 4 animals.
NA- Not analyzed.
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METABOLIC FATE OF 14C-TOLUENE-2,4-DII30OCYANATE IN FISCHER 344 RATS

Table 7. Concentration of Radioactivity in the Tissues 48 hr After Male Fischer 344 Rats Were Given an Oral Dose of
60 mg 14C-2,4-TDI/kg of Body Weight or Following a 4 hr 2 ppm 14C-2,4-TDI Inhalation Exposure.

60 mg 2,4-TDI/kga 2 ppm 2,4-TDIb
Percent of Administered ugeq24-IDI/g Percent of Recovered ugeq24-TDI/g
Dose/g Wet Tissue et Tissue Radioactivity /g Wet Tissue et Tissue
Blood 0.008+0.001 1.22+0.16 0.06610.012 0.59+0.10
Carcass 0.005+0.002 C.78+0.22 0.07510.019 0.68+0.20
Fat 0.001+0.001 0.20+0.08 0.008+0.005 0.07+0.04
Gastrointestinal Tract 0.011+0.008 1.56+1.19 0.082+0.028 0.73+0.24
Kidney 0.013+0.001 1.8540.17 0.14710.034 1.32+0.30
Liver 0.011+0.001 1.66+0.09 0.055+0.006 0.49+0.06
Lung 0.003+0.001 0.44+0.15 0.28310.124 2.53£1.07
Skin 0.002+0.001 0.34+0.09 0.108+0.032 0.98+0.32

aValues represent Mean + SD for 3 animals.
bValues represent Mean * SD for 4 animals.
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METABOLIC FATE OF 14C-TOLUENE-2,4-DIISOCYANATE IN FISCHER 344 RATS

Table 8. Concentration of Radioactivity Excreted in the Urine During the Indicated Intervals by Male Fischer 344 Rats
Given an Oral 60 mg 14C-2,4-TDI/Kg of Body Weight or Exposed to 2 ppm 14C-2,4-TDI Vapors for a 4 hr Period.

60 mg 2,4-TDI/kg?2 2ppm 2,4-TDIb
Collection Interval Percent of Percent of
(Hr Post-Dosing) Administered Dose ugeq2,4TDI Recovered Radioactivity pgeq2,4-TDI

0-12 6.6410.23 971134 7.96+1.46 71£10
12-24 1.09+0.24 159435 2.31+1.37 21+12
24-36 0.43+0.11 63117 2.68+0.33 2443
3648 0.22+0.06 5249 1.89+0.71 1717

TOTAL 8.38+0.41 1225459 14.85+1.39 133£10

aValues represent Mean * SD for 3 animals.
bValues represent Mean + SD for 4 animals.
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METABOLIC FATE OF 14C-TOLUE’ "E-2,4-DIISOCYANATE IN FISCHER 344 RATS

Table 9. Radioactivity Excreted in the Urine During the Indicated Intervals by Maie Fischer 344 Rats Given Doses of
60 (Oral) or 3 (Oral and iv) mg 14C-2,4-TDA /kg of Body Weight.

60 mg 2.4 TDA/kg, Oral 3 mg 2,4-TDA/kg, Oral

3 mg 24-TDA/kg, iv

Collection Interval Percent of i Percent of Percent of uge

eq HE €q g €g
(Hr Post-Dosing) Administered Dose 2,4+TDA Administered Dose 2,4-TDA  Administered Dose 2,4-TDA

0-12
12-24
24-36
36-48

TOTAL

35.73+2.20
<0.20+6.20
7.8614.11
1.1740.41

64.96+2.47

51541287

26851982

1211673
179167

92874300

Values represent Mean * SD for 4 animals.
aValues represent Mean + SD for 3 animals for 24-48 hr post-dosing interval.

60.42+15.07 472+128
2.51+0.41 2043
0.47+0.04 4+0.3

0.27+0.04 2+0.3

63.67£15.00 498+127

66.96+1.18
3.60+0.65
0.89+0.212
0.36+0.092

72.49+0.742

39111
21%3
5xla

210.5%

427+132
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METABOLIC FATE OF 14C-TOLUENE-2,4-DIISOCYANATE IN FISCHER 344 RATS

Table 10. Radioactivity Excreted in the Feces During the Indicated Intervals by Mal : Fische: 344 Ra*s Given an Oral
Dose of 60 mg 14C-2,4-TD1/kg of Body Weight or Exposed to 2 ppm 14C-2,4-TDI Vapors for a 4 ir Period

60 mg 2,4-TDI/kga 2 ppm 2,4 TDIb

Collection Intervai Percent of Percent of
(Hr Post-Dosing) Administezed Dose ugeq2,4TD!I Recov red Radioactivity ug eq TDI

0-24 50.28+4.81 73524683

} 47.29+11.98¢ ) 424+102¢

2448 30.38+2.19 44431309
80.67+5.30 11795718

aValues represent Mean + SD for 3 animals.
bValues represent Mean + SD fo: 4 animals.
“Collection interval is 0 - 48 hr.
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METABOLIC FATE OF 14C-TOLUENE-2,4-DIISOCYANATE IN FISCHER 344 RATS

Table 11. Radioactivity Excreted in the Feces During the Indicated Intervals by Male Fischer 344 Rats Given Doses of
60 (Oral) or 3 (Oral and iv) mg 14C-2,4-TDA /kg of Body Weight

60 mg 2,4-TDA /kg, Oral 3 mg 24-TDA/kg, Oral 3 mg 24-TDA/kg, iv

Collection Interval Percernt of Hg eq Percent of ug eq Percent of

Hg eq
(Hr Post-Dosing) Administered Dose 2,4-TDA Administered Dose 2,4-TDA  Administered Dose 2,4-TDA

0-24 8.31+0.65 1187£7¢ 24.77+5.30 192+40 15.4443.58 90+19
24-48 14.26+1.74 2040+262 9938267 46120 6.2242.662 37162
22.57+1.54 3228+229 30.69+3.78 239427 20.06+0.902 118+82

Values represent Mean + SD for 4 animals.
@Values represent Mean + SD for 3 animals for 24-48 hr post-dosing interval.
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METABOLIC FATE OF 14C-TOLUENE-2,4-DIISOCYANATE IN FISCHER 344 RATS

Table 12. Concentration of Monoacetyl, Diacetyl and Free 2,4-TDA Expressed as 2,4-TDA Equivalents in the 0-12 hr
Urine Specimen fcllowing Oral and Inhalation Exposure to 14C-2,4-TDI and Oral and iv Administration of 14C-2,4-
TDA in Male Fischer 344 Rats.

ug eq 2,4-TDA / g Urine2
Treatment Group Monoacetyl Diacetyl Free Free + Acetylated

24-TDI
Oral 60 mg/kg 0.64 (0.62, 0.65) 1.02(0.99, 1.05) 0.26 (0.25, 0.28) 1.92

Inhalation 2 ppm 0.03 (0.03, 0.03) 0.02 (0.02, 0.02) ND 0.05

24-TDA
Oral 60 mg/kg 24.36 (23.60,25.13)  20.34 (19.11,21.58) 18.03 (16.01, 20.05) 62.73

Oral 3 mg/kg 1.13(1.09, 1.16) 1.88 (1.87,1.89) 0.73 (0.70, 0.76) 3.74
iv3mg/kg 1.12 (1.07, 1.18) 1.77 (1.70, 1.84) 0.20 (0.19, 0.21) 3.09
aVajues are the means of two determinations, numbers in ( ) are the individual determinations.

Acetiylated - Sum of the Monacetyl and Diacetyl-2,4-TDA.
ND - Not Detected. Detection Limit 100 ngeq 2,4-TDA/g Urine.




-

THE DOW CHEMIiCAL COMPANY
STUDY ID: K-022862-003
PACE 54

METABOLIC FATE OF 14C-TOLUENE-2,4-DIISOCYANATE IN FISCHER 344 RATS
Table 13. Concentration of Free + Aceg'lated 2,4-TDA and Acid-Labile 2,4-TD1/2,4-TDA Conjugates Expressed as 2,4~
TDA Equivalents in the 0-12 hr Urine Specimen following Oral and Inhalation Exposure to 14(,8-2,4—TD and Oral and
iv Administration of 14C-2,4 TDA in Male Fischer 344 Rats.

ug eq2,4TDA / g Urine

2,4-TDI/2,4-TDAa Free + AcetylatedP
Treatment Group Free + Acetyiated Acid-Labile Conjugate Acid-Labile
2A-TDI
Oral 60 n.,/kg 1.92 5.56(5.32,5.79) 0.35
Inhalation 2 ppm 0.05 0.49 (0.48, 0.50) 0.10
2A4-TDA
Oral 60 mg/kg 62.73 102.41 (100.77, 104.06) 0.61
Oral 3 mg/kg 3.74 4.47 (4.34,4.59) 0.84
iv3 mg/kg 3.09 3.54 (351, 3.57) 0.87

aValues are the means of two determinations, numbers in ( ) are the individual determinations.
b Ratio of Free + Acetylated to Acid-Labile Conjugates.
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METABOLIC FATE OF 14C-TOLUENE-2,4-DIISOCYANATE IN
FISCHER 344 RATS

Figure 1. Representative EI-GC/MS Chromatograms for (A) Hydrolyzed
Control Urine Extract ; and (B) Hydrolyzed 0-12 hr Urine
Specimens Obtained from Male Fischer 344 Rats Exposed to
2 ppm 14C-2,4-TDI via Inhalation for 4 hr (as Heptafluorobutyric
Anhydride Derivative).
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METABOLIC FATE OF 14C-TOLUENE-2,4-DIISOCYANATE IN
FISCHER 344 RATS

Figure 2. Representative E1-GC/MS/MS Chromatograms for Monoacetyl-
2,4-TDA (m/z 209) and Diacetyl-2,4-TDA (m/z 206) as Dg-Diacetyl
Derivatives and Dg-Diacetyl 2,4-TDA Internal Standard, (m/z
215). A) Control Urine Extract; B) Extract of Urine Specimen
from 0 -12 hr Interval following an Oral 60 mg/kg 14C-2,4-TDA
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Figure 3.  14C Urinary Time Course for 2,4-TDI (A) ana .,.-TTA (B)
Excreted in the Urine by Male Fischer 344 Rats. The Half-Lives
Were Derived from the Log-Linear Regression.
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Figure 4. HPLC Radiochromatogram of Urine Specimens (0 - 12 hr Post-

CPM

DPM

Dosing) from Male Fischer 344 Rats Given (A) an Oral 60 mg 14C-
2,4-TDI/Kg of Body Weight Dose or (B) Exposed to 2 ppm 14C-2,4-
TDI Vapors for a 4 hr Period .
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Figure 5. HPLC Radiochromatogram of Fecal Specimens (0 - 24 hr Post-
Dosing) from Male Fischer 344 Rats Given (A) an Oral 60 mg 14C-
2,4-TDI/Kg of Body Weight Dose or (B) Exposed to 2 ppm 14C-2,4-

TDI Vapors for a 4 hr Period.
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Figure 6. MS/MS Spectra (Daughters of 209) of the Dg -Acetyl Derivatives
of 4-Acetyl-TDA and 2-Acetyl-TDA.
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Figure 7. Proposed Metabolic Scheme for 2,4-TDI in the Rat.

CH
3 CONJUGATION
N=C=0
2,4-TDI O REACTS WITH
s\/ —® NH2, OH, SH

N=C=0

‘HYDROLYSIS

CH
AMINOPHENOLIC 3 i CONJUGATION

AMINOBENZOIC ACID -w— 2 >GLUCUF!ONIDES

METABOLITES SULFATES
OTHERS

ACETYLATION

O
Il
ACETYLATION NH_C-CH’;

P —

QH- ﬁ‘ CH . NH-C-CH 4

MONOACETYLATED DIACETYLATED




The Dow Chemical Company
Study ID: K-022862-003
Page: 62

METABOLIC FATE OF 14C-TOLUENE-2,4-DIISOCYANATE IN FISCHER 344 RATS

Appendix Table 1: Dose Calculations for Individual Male Rats Given the Single
Oral 60 mg/kg 14C-2,4-TDI Dose.

DOSE ADMINISTERED

ANIMAL #S BODY SYRINGE SYRINGE
WT WT WT
MALES (KG) FULL (G) EMPTY (G) NET (G) DPM MG MG/KG

48 HR

89A-4841 0.246 10.1850 121824436 14.542 59.112
89A-4842 0.251 10.1948 123055706 14.688 58.520
89A-4843 0.249 10.1952 122680972 14.644 58.777

MEAN G.249 122520371 14.625 58.803
SD 0.003 631151 0.07¢ 0.297

2 HR
89A-4845 0.246 10.1493 122092103 14.573 59.242

89A-4846 0.259 10.1871 128962238 15.394 59.428
@ A-4847 0.250 10.1606 124340511 14.842 59.263
.dA-4848 0.256 10.1799 127748811 15.249 59.644

MEAN 0.253 125785916 15.014 59.371
SD 0.006 3145125 0.375 0.215
Rats 89A-4841 to 83A-4843 and 89A-4845 to 89A-4848 were sacrificed 43 hr and 2 hr after dosing,
respectively. Specific act. =8377702 dpm/mg TDI
Concentrations of 14C and 2,4-TDI in the dose solution were ‘77,245,050 dpm/g and 21.3 mg/g, respectively.
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Appendix Table 2: Dose Calculations for Individual Male Rats Given the Single
Oral 60 mg/kg 14C-2,4-TDA Dose.

DOSE ADMINISTERED

ANIMAL #S  BODY SYRINGE  SYRINGE
WT wT WT
(KG) FULL (G) EMPTY (G) NET (G) DPM MG MG/KG

90A-2286 0.227 10.0498 5.3761 0.6737 147836068 14.417 63.512
90A-2287 0.221 10.0336 9.3761 0.6589 144149492 14.058 63.609
9CA-2288 0.228 10.0466 9.3761 0.6705 147133863 14.349 62.933
90A-2289 0.2286 10.0480 9.3762 0.6718 147419134 14.377 63.613

MEAN 0.225 146634639 15.300 62.417
SD 0.003 1681670 0.164 €.326

Concentrations of 14C and 2,4-TDA in the dose soluticn were 219,439,020 dpm/g and 21.4 mg/g, respectively.
Specific activity = 10,254,160 dpm/mg TDA.
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Appendix Table 3: Dose Calculations for Individual Male Rats Given the Single
Oral 3 mg/kg 14C-2,4-TDA Dose.

DOSE ADMINISTERED
ANIMAL #S BODY SYRINGE SYRINGE

WT. WT WT

(KG) FULL (G) EMPTY (G) NET (G) DPM MG MG/KG
90A-2675 0.231 10.1692 9.4716 0.6976 93501232 0.767 2.322
90A-2676 0.225 10.2020 9.4700 0.7320 98111958 0.805 3.579
90A-2677 0.229 10.1666 9.4683 0.6983 93595055 0.768 3.354
90A-2678 0.232 10.1701 9.4660 0.7041 94372445 0.775 3.338

MEAN 0.229 94895173 0.779 3.398
SD 0.003 2179780 0.018 0.121

Concentrations of '4C and 2,4-TDA in the dose solution were 134,032,730 dpm/g and 1.1 mg/g, respectively.
Specific activity 121,847,000 dpm/mg TDA.
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Appendix Table 4: Dose Calculations for Individual Male Rats Given the Single iv 3 mg/kg
14C-2,4-TDA Dose.

DOSE ADMINISTERED

ANIMAL #  BODY SYRINGE  SYRINGE

W WT wT

(KG) FULL (G) EMPTY (G) NET (G) DPM MG MG/KG
90A-4024 0.217 4.4178 4.2132 0.2046 75261840  0.573 2.640
90A-2025  0.230 4.4245 4.2152 0.2693 76990729  0.586 2.548
90A-4026  0.233 4.4293 4.2124 0.2168 79786379  0.607 2.607
90A-4028  0.214 4.415+ 4.2122 0.2029 74636497  0.568 2.655
MEAN 0.224 76668861 0.584 2.612
SD 0.009 2304541 0.018 0.047

Concentrations of 14C and 2,4-TDA in the dose solution were 367,848,680 dpm/g and 2.8 mg/g, respectively.
Specific activity 131,374,529 DPM/ mg TDA.
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Appendix Table 5: Body Weights of Individual Male Rats Exposed to 2 ppm 14C-
2,4-TDI Vapors for a 4 hr Period.

48 Hr POST-EXPOSURE IMMEDIATELY POST-
EXPCSURE

ANIMAL #S BODY WT. ANIMAL #S BODY WT.
(KG) (KG)

89A-7450 0.238 89A-7454 0.253
89A-7451 0.250 89A-7455 0.247
89A-7452 0.258 89A-7456 0.251
89A-7458 0.253 89A-7457 0.238

MEAN 0.250 MEAN 0.247
SD 0.008 SD 0.003
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Appendix Table 6: Calculated Time Weight Average Concentration for 4 hr
2 ppm 14C-2,4-TDI Inhalation Exposure.
48 HR POST
EXPOSURE Delta time Conc * Time *24 hr
Sample # Time (hr) Conc (ppm) (hr) (hrppm) PPM*24 HR
0:00
1:00 €.0203 0.4865
9:00 0.0391 0.9377
C:00 0.0385 0.9255
0:00 0.0242 0.5800
0:00 C.0477 1.1450
0:00 0.0433 1.0400
0:00 0.0288 0.6900
0:00 0.0166 0.3950
Sum 6.1992
Sum/4 hr 1.5498

N
—h
o
o

.39
.94
.85
.16
29
.08
.38
79

o
o
o

O == NN = wh d
OO0 O0OOCOO0O0O0O
WWWwwWwwwmMmMN

1 0
2 0
3 1
4 1
5 2
6 2
7 3
8 3

IMMEDIATE POST-EXPOSURE
9 0:21:00
10 0:50:00
11 1:20:00
12 1:52:00
13 2:20:00
14 2:50:00
15 3:20:00
16" 3:50:00

0.0257 0.6160
0.0284 0.6815
0.0396 0.8500
0.0431 1.0347
0.0296 0.793
0.0450 1.0800
0.0315 0.7550
0.0315 0.7550
Sum €.5815
Sum/4 hr 1.6454

— bk D) b b eh eh

*Sample was lost, assumed same concentration as in sample #7.
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Appendix Table 7: Concentration of Radioactivity in Tisstves of Male Rats 2 hr after a
Single Oral Dose of 60 mg 14C-2,4-TDIl/kg of Sody Weight.

PERCENT OF DOSE PER GRAM TISSUE
TISSUE 89A-4845 89A-4846 89A-4847 89A-4848
BLOOD NA NA NA NA
CARCASS 0.017% 0 056% 0.016% 0.061%
FAT 0.001% 0.004% 0.001% 0.001%
Gl TRACT* 0.920% 1.114% 1.938% 1.174%
N.845% 1.154% 2.093% 1.106%
KIDNEY 0.035% 0.054% 0.048% 0.037%
LIVER 0.082% 0.046% 0.052% 0.047%
LUNG 0.008% 0.616% 0.016% C.242%
SKiN 0.013% 0.026% 0.010% 0.028%
ug eq 2,4-TDI PER GRAM TISSUE
TISSUE 89A-4845 89A-4846 89A-4847 89A-4848
BLOOD NA HA NA NA
CARCASS 2.48 8.62 2.37 9.30
FAT 0.15 0.77 0.30 0.15
Gl TRACT* 134.08 171.48 287.63 179.02
137.72 177.64 310.54 168.65
KIDNEY 5.10 8.31 7.12 5.64
LIVER 11.95 7.08 7.72 748 74
LUNG 317 2.46 2.37 36.90
SKIN 1.89 4.00 015 4.27
NA= Not Analyzed
*Two Determinations.
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Appendix Table 8: Concentration of Radioactvity in Tissues Immediately after Male Rats
were Exposed to 2 ppm 14C-2,4-TDI Vapors for a 4 hr Period.

PERCENT OF RECOVERED DOSE PER GRAM TISSUE
TiSSUE &E9A-7454 89A-7455 89A-7456 89A-7457 MEAN

BLOOD NA NA NA NA ND
CARCASS 0.499% 0.487% 0.523% 0.523% .508%
FAT 0.024% 0.016% 0.018% 0.016% .019%
Gi TRACT 0.516% 0.393% 0.258% 0.332% 375%
¥IDNEY 0.338% 0.481% 0.372% 0.487% .420%
LIVER 0.215% 0.247% 0.185% 0.233% .220%
LUNG 3.950% 3.355% 1.529% 1.720% .639%
SKIN 0.133% 0.171% 0.116% 0.254% .169%

O -200000C

ug eq 2,4-TDI PER GRAM TISSUE
TISSUE 89A-7454 B89A-7455 B89A-7456 B89A-7457 MEAN

BLGOD NA NA NA NA NA
CARCASS 2 1.62 2.01 2.02
FAT 0. 0.05 0.07 0.07
Gl TRACT 2. 1.30 0.99 1.51
KIDNEY 1 1.60 1.43 1.65
LIVER 1 0.82 0.71 0.87
LUNG 11.13 5.89 10.62
SKIN 0.57 0.45 0.65
NA=Not Analyzed




The Dow Chemical Company
Study ID: K-022862-003
Page: 70

METABOLIC FATE OF 14C-TOLUENE-2,4-DIISOCYANATE IN FISCHER 344 RATS

Appendix Table 9: Concentration of Radioactivity in Tissues of Male Rats 48 hr
After a Single Oral Dose of 60 mg 14C-2,4-TDi/kg of Body Weight.

PERCENT OF DOSE PER GRAM TISSUE

TISSUE 8SA-4841 89A-4842 89A-4843 MEAN SD
BLOOD 0.039% 0.007% 0.009% 0.008% 0.001%
CARCASS 0.005% 0.007% 0.004% 0.005% 0.002%
FAT 0.002% 0.001% 0.001% 0.001% 0.001%
Gl TRACT 0.006% 0.006% 0.020% 0.011% 0.008%
KIDNEY 0.012% 0.012% 0.014% 0.013% 0.001%
LIVER 0.011% 0.011% 0.012% 0.011% 0.001%
LUNG 0.003% 0.002% 0.004% 0.003% 0.001%
SKIN 0.003% 0.002% 0.002% 0.002% 0.001%

ug eq 2,4-TDI PER GRAM TISSUE
TISSUE 89A-4841 89A-4842 89A-4843 MEAN SD

-

BLOOD 1.31 1.03 1.32 1.22 0.16
CARCASS 0.73 1.03 0.59 0.78 0.22
FAT 0.29 0.15 015 0.20 0.08
Gl TRACT 0.87 0.88 2.93 1.56 1.19
KIDNEY 1.74 1.76 2.05 1.85 0.17
LIVER 1.60 1.62 1.76 1.66 0.09
LUNG 0.44 0.29 0.5¢ 0.44 0.15
SKiN 0.44 0.29 0.29 0.34 0.09
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Appendix Table 10: Concentration of Radioactvity in Tissues 48 hr After Male Rats were
Exposed to 2 ppm 14C-2,4-TD! Vapors for a 4 hr Period.

PERCENT OF RECOVERED DOStc PER GRAM TISSUE
TISSUE 89A-7450 89A-7451 89A-7452 89A-7458 MEAN

.066%
.C15%
.008%
.082%
147 %
.055%
.283%
.108%

BLOOD 0.083% 0.063% 0.057% 0.0538%
CARCASS 0.063% 0.100% C.076% 0.059%
FAT 0.009% 0.007% 0.003% 0.004%
Gl TRACT 0.113% 0.030% 0.047% C.076%
XIDNEY 0.180% 0.158% 0.129% 0.111%
LIVER 0.060% 0.059% 0.048% 0.050%
LUNG 0.231% 0.314% 0.147% 0.436%
SKIN 0.065% 0.142% 0.115% 0.108%

(=2 = I = B = B = B - I = )
0OCO0O0O00O0O0OO

ug eq 2,4-TDI PER GRAM TISSUE
TISSUE 89A-7450 89A-7451 89A-7452 89A-7458 MEAN
BLOOD 5 i 0.59
CARCASS .55 0.94
FAT .08 0.07
Gl TRACT 0.58 0.84
KIDNEY 1.65 1.48
LIVER 0.52 0:55
LUNG 2.01 2.94
SKIN 0.56 1.33

.59
.68

(o]
.CS

S3
.32
.49
.54
.98

.53
.7C
.03
.43
19
.44
.36
.06

- - O -~ 0000
OWOOOO0OOoOOo
O 0o OWHm$Toum
BN EAENDODWN -
OMNMNO-0000
O=- D000 0O0
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Appendix Table 11: Concentration of Radioactivity in Tissues of Male Rats 48 hr After a
Single Oral Dose of 60 mg 14C-2,4-TDA/kg of Body Weight.

PERCENT OF DOSE PER GRAM TISSUE
TISSUE 9GA-2286 90A-2287 90A-2288 90A-2289 MEAN SD

CARCASS 0.038% 0.017% 0.027% 0.021% 0.026% 0.009%
SKIN 0.008% 0.004% 0.004% 0.008% 0.006% 0.002%

ug eq 2,4-TDA PER GRAM TISSUE
TISSUE 90A-2286 90A-2287 ©90A-2288 90A-2289

CARCASS 5.48 2.39 .8
SKIN : 0.56 5

7
7
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Appencix Table 12: Concentration of Radioactivity in Tissues of Male Rats 48 hr After a Single Oral
Dose of 3 mg 14C-2,4-TDA/kg of Body Weight.

TISSUE

CARCASS
SKIN

TISSUE

CARCASS
SXIN

90A-2675

0.014%
0.003%

90A-2675

PERCENT CF DOSE PER GRAM TISSUE
90A-2576 S0A-2677 90A-2678
10% 0.009%

0.011% 0.019
0.002% 0.002%

0.003%

ug eq 2,4-TDA PER GRAM TISSUE
90A-2676 90A-2677 90A-2678

0.09 0.08 0.07
0.02 0.02 0.02

MEAN SD
0.011% 0.002%
0.0063% 0.001%

MEAN SD

0.09 0.02

0.02 .00
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Appendix Table 13: Concentration of Radioactivity in Tissues of Male Rats 48 hr After a
Single iv Dose of 3 mg 14C-2,4-TDA/kg of Body Weight.

PERCENT OF DOSE PER GRAM TISSUE
TISSUE 90A-4024 S90A-4025 90A-4026 90A-4028" MEAN**

CARCASS 0.012% 0.011% 0.011% 0.035% 0.011%
SKIN 0.003% 0.004% 0.006% 0.007% 0.004%

ug eq 2,4-TDA PER GRAM TISSUE
TISSUE S0A-4024 90A-4025 90A-4026 90A-4028°* MEAN**

CARCASS 0.07 0.06 : !
SKIN 0.02 0.02 0.04 0.04

= Animal 90A-4028: Died by 24 Hr Post-Dosing.
** Animal 90A-4028 Not Included
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Appendix Table14: Radioactivity Excreted in the Urine of Male Rats During the
Indicated Intervals After a Single Oral Dose of 60 mg '4C-2,4-TDI/kg of Body

COLLECTION
INTERVAL
(HR)

0-12 HR
12-24 HR
24-36 HR
36-48 HR

TOTAL

COLLECTION
INTERVAL
(HR)

C-12 HR
12-24 HR
24-3¢ HR
36-48 hR

TOTAL

Weight.
PERCENT OF DOSE

89A-4841 89A-4842 89A-4843
6.615%
1.107%
0.371%

0.273%

6.414%
0.844%
0.562%
0.152%

6.881%
1.320%
0.368%
0.226%

8.366% 7.972% 8.795%

ug eq 2,4-TDI

89A-4841 89A-4842 89A-4843
961.92 942.12 1007.64
160.97 123.97 193.30
53.95 82.55 53.89
39.70 22.33 33.09
1216.54

1170:97 1287.92

MEAN

6.637%
1.090%
0.434%

0.217%

8.378%

MEAN

970.56
159.41
63.46
31.71

1225.14
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Appendix Table 15: Radioactvity Excreted in the Urine of Male Rats During the Indicated

Intervals After an Exnosure to 2 ppm 14C-2,4-TDI Vapors for a 4 hr Period.

PERCENT OF RECOVERED DOSE

COLLECTION
INTERVAL
(HR) 89A-7450 BQA.-7451 89A-7452 89A-7458 MEARN SD
6-12 HR 9.133% 6.283% 7.186% 9.243% 7.961% 1.464%
12-24 HR 2.915% 2.024% 3.757% 0.559% 2.314% 1.367%
24-36 HR 2.407% 2.404% 2.859% 3.065% 2.684% 0.332%
36-48 HR 2.245% 2.682% 1.110% 1.518% 1.889% 0.707%
TOTAL 16.700% 13.393% 14.912% 14.385% 14.848% 1.386% :
ug eq 2,4-TDI
0 COLLECTION
INTERVAL
(HR) 88A-7450 B89A-7451 B89A-7452 89A-7458 MEAN sD
'( 0-12 HR 79.41 58.8¢ 66.10 80.36 71.19 10.47
12-24 HR 25.35 18.97 34.56 4.86 20.94 12.48
24-36 HR 20.93 22.53 2€.30 26.65 24.10 2.82
36-48 HR 19.51 25.14 10.21 13.20 17.02 6.66

TOTAL 145.21 125.52 137.16 125.07 133.24 9.75




The Dow Chemical Company
Study ID: K-022862-003
Page: 77

METABOLIC FATE OF 14C-TOLUENE-2,4-DIISOCYANATE IN FISCHER 344 RATS

Appendix Table 16: Radioactivity Excreted in the Urine of Male Rats During the Indicated
Intervals After a Sngle Oral Dose of 60 mg 14C-2,4-TDA/kg of Body Weight.
PERCENT OF DOSE

COLLECTION
INTERVAL
(HR) 90A-2286 9CA-2287 90A-2288 90A-2289 MEAN

0-12 HR 34.047% 38.910% 35.419% 34.524% 35.725%
12-24 HR 15.567% 14.235% 26.557% 24.439% 20.200%
24-36 HR 10.006% 12.355% 3.156% 5.926% 7.861%

36-48 HR 1.689% 1.310% 0.767% 0.924% 1.173%
TOTAL 61.309% 66.810% 65.899% 65.813% 64.958%

19 eq 2,4-TDA
COLLECTION
INTERVAL
(HRS) 90A-2286 90A-2287 90A-2288 90A-2289 MEAN

0-12 HR 4908.62 5469.84 5082.17 4963.35 5153.54
12-24 HR 2244.32 2001.11 3810.58 3513.48 2685.34
24-36 HR 1442.58 1736.82 452.84 851.95 1210.75
36-48 HR 243.51 184.16 110.05 132.84 179.24

TOTAL 8839.03 9391.93 9455.64 9461.62 9287.06
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Appendix Table 17: Radioactivity Excreted in the Urine of Male Rats During the Indicated
Intervals After a Single Oral Dose of 3 mg 14C-2,4-TDA/kg of Body Weight.

PERCENT OF DOSE

COLLECTION
INTERVAL
(HR)

0-12 HR
12-24 HR
24-36 HR
36-48 HR

TOTAL

COLLECTION
INTERVAL
(HR)

0-12 HR
12-24 HR
24-36 HR
36-48 HR

TOTAL

90A-2675

52.714%
2.320%
0.516%

0.324%
55.874%

90A-2675

404.51
17.80
3.96
2.49
428.76

90A-2676

77.623%
2.114%

0.472%
0.249%
86.458%

90A-2676

625.03
17.02
3.80
2.00
647.85

90A-2677

43.825%
2.565%

0.460%
0.246%
47.09€%

ug eq 2,4-TDA

90A-2677

336.64
19.70
3.53
1.89
361.76

90A-2678

67.499%
3.054%

0.419%
0.273%
71.245%

90A-2" '8

522.79
23.65
3.25
2.11
551.80

MEAN

60.415%
2.513%
0.467%
0.273%

63.668%

SD

15.065%
0.405%

0.040%
0.036%
14.997%
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Appendix Table 18: Radioactivity Excreted in the Urine of Male Rats During the Indicated
intervals After a Single iv Dose of 3 mg 14C-2,4-TDA/kg of Body Weight.

COLLECTION
INTERVAL
(HRS) 90A-4024
0-12 HR 66.959%
12-24 HR 3.552%
24-36 HR 1.037%
36-48 HR 0.469%
TOTAL 72.027%
COLLECTION
INTERVAL
(HRS) 90A-4024
0-12 HR 383.65
12-24 HR 20.35
24-36 HR 5.94
36-48 HR 2.69
TOTAL 412.63

* No 24-48 hr sample.

PERCENT OF DOSE

90A-4025 90A-4026
68.584% 66.507%
3.802% 4.290%
0.646% 0.986%
0.308% 0.314%
73.340% 72.097%

ug eq 2,4-TDA

90A-4025 90A-4v26
40:.93 403.91
22.28 26.05
3.79 5.99
1.81 1.91
429.81 437.86

90A-4028"

65.795%
2.738%
NS
NS

90A-4028"

373.80
15.56
NS
NS

MEAN SD
66.964% 1.183%
3.5396% 0.649%
C.890% G.213%
9.364% 0.02: %
72.488% 0.73%%

MEAN SD
390.82 11.17

21.06 2.90

5.24 1.256

2.14 0.4~
426.77 12.6 4
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Appendix Table 19: Radioactivity £xcreted in the Feces of Male Rats During the
Indicated Intervals After a Single Oral Dose of 60 mg 14C-2,4-TDI/kg of Body
Weight.

PERCENT OF DOSE
COLLECTION
INTERVAL
(HR) 89A-4841 89A-4842 89A-4843 MEAN* SD*
0-24 HR 53.873% 44.402% 55.076%
51.979% 44.079% 52.287% 50.283% 4.813%
24-48 HR 32.788% 31.127% 28.035%
32.400% 30.423% 27.529% 30.384% 2.194%
TOTAL 85.520% 75.016% 81.464% 80.667% 5.297%

ug eq 2,4-TDi
COLLECTION
INTERVAL
(HR) 89A-4841 89A-4842 89A-4843 MEAN*
0-24 HR 7833.95 6521.398 8065.19
7558.53 6474.53 7656.78 7351.83
24-48 HR 4767.87 4572.08 4105.38
4711.45 4468.68 4031.28 4442.79
TOTAL 12435.90 11018.64 11929.31 11794.62
Two determinations were made per ccllection int~rval.
* calculated over 6 determinations.
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Appendix Table 20: Radioactvity Excreted in the Feces of Male Rats During the Indicated
Interval After an Exposure to 2 ppm 14C-2,4-TDI Vapors for a 4 hr Period.

PERCENT OF RECOVERED DOSE
COLLECTION
INTERVAL
(HR) 89A-7450 89A-7451 €9A-7452 89A-7458 MEAN SD

0-42 HR 41.703% 33.245% 54.945% 58.282% 47.294% 11.984%

ug eq 2,4-TDI
COLLECTION
INTERVAL
(HR) 89A-7450 89A-7451 89A-7452 89A-7458 MEAN SD

0-48 HR 362.62 311.-57 505.43 515.42 423.76 102.30
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Appendix Table 21: Radioactivity Excreted in the Feces of Male Rats During the Indicated
intervals After a Single Oral Dose of 60 mg 14C-2,4-TDA/kg of Body Weight.

PERCENT OF DOSE
COLLECTION
INTERVAL
(HR) 90A-2286 90A-2287 90A-2288 90A-2289 MEAN

0-24 ER 7.959% 9.254% 8.207% 7.817% 8.309%
24-48 HR 16.376% 13.440% 12.365% 14.857% 14.260%

TGTAL | 24.335% 22.6%4% 20.572% 22.674% 22.569%

ug eq 2,4-TDA
COLLECTION
INTERVAL
(HR) 90A-2286 90A-2287 90A-2288 90A-2289 MEAN

0-24 HR 1147.46 1300.90 1177.60 1123.81 1187.44
23-48 HR 2360.96 1889.35 1774.22 2135.92 2040.11

TOTAL 3508.42 31990.25 2951.82 3259.73 3227.50




The Dow Chemical Compary
Study ID: K-022862-003
Page: 83

METABOLIC FATE OF 14C-TOLUENE-2,4-DIISOCYANATE IN FISCHER 344 RATS

Appendix Table 22: Radioactivity Excreted in the Feces of Rats During the Indicated
intervals After a Single Oral Dose of 3 mg 14C-2,4-TDA/kg of Body Weight.

COLLECTION
INTERVAL
(HR)

0-24 HR
24-48 HR

TOTAL
COLLECTION
INTERVAL
(HR)

0-24 HR
24-48 HR

TOTAL

90A-2675

19.071%
9.923%

28.994%

90A-2675

146.34
76.15

222.49

90A-2676

23.145%
4.764%

27.309%

S0A-2€76

186.386
38.36

224.72

PERCENT OF DOSE

90A-2677 90A-2678 MEAN SD
31.775%

4.493%

25.067%
4.524%

24.765%
5.926%

5.300%
2.667%
36.268% 30.651%

29.591% 3.783%

ug eq 2,4-TDA

90A-2677 90A-2678

244 .08
34.57

194.15
35.04

278.59 229.19
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Appendix Table 23: Radioactivity Excreted in the Feces of Rats During the Indicated
intervals After a Single iv Dose of 3 mg 14C-2,4-TDA/kg of Body Weight.

COLLECTION
INTERVAL
(HR) 90A-4024 90A-4025
0-24 HR 12.336% 16.080%
24-48 HR 7.520% 3.164%
TOTAL 19.906% 19.244%
COLLECTION
INTERVAL
(HR) 90A-4024 90A-4025
0-24 HR 70.96 94.24
24-48 HR 43.08 18.54
TOTAL 114.04 112.78

* No 24-48 hr specimen available.

PERCENT OF DCSE

90A-4026 90A-4028*

13.052% 20.2456%
7.975% NS
21.027% - -

ug eq 2,4-TDA

90A-4026 90A-4028*

79:27 115.02
48.43 NS
127.70 - -

MEAN SD
15.441% 3.584%
6.220% 2.656%
20.059% 0.901%

MEAN SD

89.87 19.34

37.58 15.94

118.77 8.27
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Appendix Tabie 24: Tctal Percent of Administered 2,4-TDI in Tissues of Male Rats 48
and 2 hr After a Single Oral Dose of 60 mg 14C-2,4-TDI/kg of Bocy Weight.

48 Hr PERCENT OF ADMINISTERED DOSE

TISSUE 89A-4841 89A-4842 89A-4843 MEAN
BLOCD 0.066% 0.037% 0.035% .046%
CARCASS 0.747% 0.988% 0.538% 774%
FAT 0.003% 0.001% 0.001% .002%
KIDNEY 0.023% 0.021% 0.025% .N23%
LIVER 0.113% 0.105% 0.108% .109%
LUNG 0.003% 0.002% 0.005% .003%
SYIN 0.175% 0.134% 0.133% .149%

3l TRACY 0.059% 0.089% 0.164% .104%
GiI CONTENTS 1.593% 3.028% 3.059% .580%
TOTAL 2.782% 4.403% 4.124% .770%

2 Hr - PERCENT ADMINISTERED DOSE
TISSUE 89A-4845 89A-4846 89A-4847 89A-4848 MEAN
BLOOD NA NA NA NA NA

CARCASS 2.398% 8.118% 2.372% 9.098% .497%
FAT 0.001% 0.005% 0.002% 0.001% .002%
KIDNEY 0.060% 0.098% $.083% 0.068% .077%
LIVER 0.715% 0.421% 0.443% 0.416% .499%
LUNG 0.008% 0.017% 0.014% 0.212% .063%
SKIN 0.755% 1.512% 0.584% 1.637% .122%
Gl TRACT* 7.721% 9.786% 14.744% 8.161% 10.103%
Gl CONTENT* 73.223% 54.157% 64.017% 71.889% 65.821%

TOTAL 84.881% 74.114% 82.259% G1.482% 83.184%
NA- Not Analyzed ; *- Samples were run as duplicates and this represents the average of 2 Geterminations.
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Appendix Table 25: Percent of Hecovered Radioactivity in Tissues Immediately Post-
Exposure and 48 hr After Male Rats were Exposed to 2 ppm 14C-2,4-TDI Vapors for a 4 hr
Period.
48 hr PERCENT OF RECOVERED '4C
TISSUE 89A-7450 89A-7451 89A-7452 89A-7458 MEAN
BLOOD 0.060% 0.136% 0.353% 0.351% 0.228%
CARCASS 8.129% 13.645% 10.463% 7.821% 10.015%
FAT 0.015% 0.008% 0.004% 0.005% .008%
KIDNEY 0.298% 0.264% 0.231 % 0.200% .248%
LIVER 0.372% 0.375% 0.364% 0.375% .372%
LUNG 0.220% 0.348% 0.148% 0.406% .281%
SKIN 3.365% 7.127% 6.069% 5.754% .594%
Gl TRACT 1.200% 0.924% 0.415% 0.497% .759%
Gl CONTENTS 21.531% 27.126% 8.723% 9.154% 16.634%
TOTAL 35.19°% 50.013% 27.77C% 24.573% 34.137%
IMMEDIATELY PCST-EXPOSURE
PERCENT OF RECOVERED '4C
TISSUE 89A-7454 89A-7455 89A-74567 89A-7457 MEAN
BLOOD NA NA NA NA NA
CARCASS 71.293% 67.941% 75.246% 71.688% 71.542%
FAT 0.024% 0.016% 0.018% 0.016% 0.019%
KIDNEY 0.597% 0.760% 0.6R4% 0.754% 0.694%
LIVER 1.698% 1.836% 1.635% 1.529% 1.675%
LUNG 3.804% 3.093% 1.531% 1.572% .500%
SKIN 7.981% 10.404% 7.024% 14.022% .858%
Gl TRACT 5.938% 3.594% 2.273% 3.190% .749%
Gl CONTENT 8.628% 11.944% 11.402% 7.053% .760%
NA- Not Analyzed
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